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F1FT.D OF THE INVENTION 
The present invention relates generally to the identification, isolation, and recombinant 
production of a novel cytokine, designated herein as "Apo-2 ligand", and to methods of using such 
5 compositions. 

RACKGROUND OF THE IN VENTION 
Control of cell numbers in mammals is believed to be determined, in part, by a balance 
between cell proliferation and cell death. One form of cell death, sometimes referred to as necrotic cell death, 
is typically characterized as a pathologic form of cell death resulting from some trauma or cellular injury. In 
0 contrast, there is another, "physiologic" form of cell death which usually proceeds in an orderly or controlled 
manner. This orderly or controlled form of cell death is often referred to as "apoptosis" [see, e.g., Barr et al., 
ftjonechnologv. 12:487-493 (1994)]. Apoptotic cell death naturally occurs in many physiological processes, 
including embryonic development and clonal selection in the immune system [Itoh et al., CeJL £6:233-243 

( 1 99 1 ) ]. Decreased levels of apoptotic cell death, however, have been associated with a variety of pathological 
1 5 conditions, including cancer, lupus, and herpes virus infection [Thompson, Science, 262:1456-1462 (1995)]. 

Apoptotic cell death is typically accompanied by one or more characteristic morphological 
and biochemical changes in cells, such as condensation of cytoplasm, loss of plasma membrane microvilli, 
segmentation of the nucleus, degradation of chromosomal DNA or loss of mitochondrial function. A variety 
of extrinsic and intrinsic signals are believed to trigger or induce such morphological and biochemical cellular 
20 changes [RafT, Hanire, 256:397-400(1 992); Steller,Mence, 262:1445-1449 (1995); Sachs et al., filood, S2: 15 
(1993)]. For instance, they can be triggered by hormonal stimuli,such as glucocorticoid hormones for immature 
thymocytes, as well as withdrawal of certain growth factors [ Watanabe-Fukunaga et al., Nature, 25fi:3 14-317 

( 1 992) ]. Also, some identified oncogenes such as myc, re!, and El A, and tumor suppressors, like p53, have been 
reported to have a role in inducing apoptosis. Certain chemotherapy drugs and some forms of radiation have 

25 likewise been observed to have apoptosis-inducing activity [Thompson, supjaj. 

Various molecules, such as tumor necrosis factor-cc ("TNF-a"), tumor necrosis factor-0 
(TNF-p w or f, lymphotoxin w ),CD30 ligand, CD27 ligand, CD40 ligand, OX-40 ligand, 4- IBB ligand, and Apo-1 
ligand (also referred to as Fas ligand or CD95 ligand) have been identified as members of the tumor necrosis 
factor (TNF W ) family of cytokines [See, e.g., Gruss and Dower, Blood, 8^:3378-3404 (1995)). Among these 

30 molecules, TNF-a, TNF-p, CD30 ligand, 4- IBB ligand, and Apo-1 ligand have been reported to be involved 
in apoptotic cell death. Both TNF-a and TNF-p have been reported to induce apoptotic death in susceptible 

■ . * 

tumor cells [Schmid et al- Proc. Natl. Acad. ScL 83:1881 (1986); Dealtry et al, Em, h Immunol, J7.689 
(1 987)]. Zheng et al. have reported that TNF-a is involved in post-stimulation apoptosis of CD8-positive T 
cells [Zheng et al., Nature. 222:348-351 (1995)]. Other investigators have reported that CD30 ligand may be 
35 involved in deletion of self-reactive T cells in the thymus [Amakawa et al., Cold Spring Harbor Laboratory 
Symposium on Programmed Cell Death, Abstr. No. 10, (1995)]. 

Mutations in the mouse Fas/Apo-1 receptor or ligand genes (called Ipr and gld, respectively) 
have been associated with some autoimmune disorders, indicating that Apo-1 ligand may play a role in 





WO 99/36535 PCr/U&WlOS* ' 

regulating the clonal deletion of self-reactive lymphocytes in the periphery [Krammer et a!., Curr Op, Immunol,, 

6:279-289(1994);Nagata et a)., Science. 252:1449-1456(1995)]. Apo-1 ligand is also reported to induce post- 
stimulation apoptosis in CD4-positive T lymphocytes and in B lymphocytes, and may be involved in the 
elimination of activated lymphocytes when their function is no longer needed {Krammer et al., suoja; Nagata 
5 et al., supral . Agonist mouse monoclonal antibodies specifically binding to the Apo-1 receptor have been 
reported to exhibit cell killing activity that is comparable to or similar to that of TNF-o [Yonehara et al., L£&&. 

Med.. 162:1747-1756 (1989)]. 

Induction of various cellular responses mediated by such TNF family cytokines is believed 
to be initiated by their binding to specific cell receptors. Two distinct TNF receptors of approximately 55-kDa 
10 (TNF-Rl)and 75-kDa (TNF-R2) have been identified [Hohman et al., J. Biol.Chem,, 264:14927-14934(1989); 
Brockhaus et al., Pmr Natl. Acad. Sci. . 52:3127-3131 (1990); EP 417,563, published March 20, 1991] and 
human and mouse cDNAs correspondingto both receptor types have been isolated and characterized [Loetscher 
et al.,£elL 61:351 (1990);Schall et al., Cell, 61:361 (1990); Smith et al., Science, 24S:1 019- 1023 (1990); Lewis 
et al., Pmr N„il Acad. Sci.. 88:2830-2834 (1991); Goodwin et al., Mol, Ce)l, Bio),, 11:3020-3026 (1991)]. 
, 5 itoh et al. disclose that the Apo- 1 receptor can signal an apoptotic cell death similar to that 

signaled by the 55-kDa TNF-R1 [Itoh et al., supral . Expression of the Apo-1 antigen has also been reported 
to be down-regulatedalong with that of TNF-R1 when cells are treated with either TNF-o or anti-Apo-1 mouse 
monoclonal antibody [Krammer et al., SHCm; Nagata et al., sues]. Accordingly, some investigators have 
hypothesized that cell lines that co-express both Apo-1 and TNF-R1 receptors may mediate cell killing through 

20 common signaling pathways []dj. 

The TNF family ligands identified to date, with the exception of lymphotoxin-o, are type II 
transmembrane proteins, whose C-terminus is extracellular. In contrast, the receptors in the TNF receptor 
(TNFR) family identified to date are type I transmembrane proteins. In both the TNF ligand and receptor 
families, however, homology identified between family members has been found mainly in the extracellular 
25 domain ("ECD"). Several of the TNF family cytokines, including TNF-o, Apo-1 ligand and CD40 ligand, are 
cleaved proteolytically at the cell surface; the resulting protein in each case typically forms a homotrimeric 
molecule that functions as a soluble cytokine. TNF receptor family proteins are also usually cleaved 
proteolytically to release soluble receptor ECDs that can function as inhibitors of the cognate cytokines. For 
a review of the TNF family of cytokines and their receptors, see Grass and Dower, sups. 
30 St 1MMARY O F THF. INVENTION 

Applicants have identified cDNA clones that encode a novel cytokine, designated "Apo-2 
ligand." It is presently believed that Apo-2 ligand is a member of the TNF cytokine family; Apo-2 ligand is 
related m amino acid sequence to some known TNF-related proteins, including the Apo-1 ligand: Applicants 
found, however, that the Apo-2 ligand is not inhibited appreciably by known soluble Apo- 1 or TNF receptors, 
35 such astheFas/Apo-l,TNF-Rl, or TNF-R2 receptors. 

In one embodiment, the invention provides isolated Apo-2 ligand. In particular, the invention 
provides isolated Apo-2 ligand which includes an amino acid sequence comprising residues 114^281 of Figure 
1 A. In another embodiment, the Apo-2 ligand includes an amino acid sequence comprising residues 92-28 1 of 
Figure IA. In a further embodiment, the Apo-2 ligand includes an amino acid sequence comprising residues 

-2- 
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Tl 281 of Figure 1A. In still another embodiment, the Apo-2 ligand includes an amino acid sequence 
comprising residues 41-281 or 15-281 of Figure 1A. In a further embodiment, the Apo-2 ligand includes an 
amino acid sequence shown as residues 1-281 of Figure 1 A (SEQ ID NO:l). 

The isolated Apo-2 ligand of the invention also includes substitutional variants of the above 
5 referenced sequences. In particular, in one embodiment, there are provided substitutional variants of the Apo-2 
ligand comprising amino acids 91-281 of Figure 1A in which at least one of the amino acids at positions 203, 
218 or 269 are substituted by an alanine residue. In particular, these substitutional variants are identified as 
"D203A"; "D2 1 8A" and "D269A." This nomenclature is used to identify Apo-2 ligand polypeptides comprising 
for instance, amino acids 91-281 of Figure 1 A, wherein the aspartic acid residues at positions 203, 218, and/or 
10 269 (usingthenumberingshown in Figure I A) are substituted by alanine residues. Optionally, the substitutional 

variants may include one or more such substitutions. 

In another embodiment, the invention provides chimeric molecules comprising Apo-2 ligand 

fused to another, heterologous polypeptide. An example of such a chimeric molecule comprises the Apo-2 

ligand fused to a tag polypeptide sequence. 
, 5 ]„ another embodiment, the invention provides an isolated nucleic acid molecule encoding 

Apo-2 ligand. In one aspect, the nucleic acid molecule is RNA or DNA that encodes an Apo-2 ligand or is 
complementary to a nucleic acid sequence encoding such Apo-2 ligand, and remains stably bound to it under 
at least moderately stringent conditions. In one embodiment, the nucleic acid sequence is selected from: 

(a) the coding region of the nucleic acid sequence of Figure 1 A that codes for the full-length 
20 protein from residue 1 to residue 281 (i.e., nucleotides 91 through 933), inclusive, or nucleotides 21 1 through 

933 that encodes for the extracellular protein from residue 4 1 to 28 1 , inclusive, or nucleotides 364 through 933 
that encodes for the extracellularprotein from residue 92 to 28 1 , inclusive, or nucleotides 36 1 through 933 that 
encodes for the extracellular protein from residue 91 to 281, inclusive, or nucleotides 430 through 933 that 
encodes for the extracellularprotein from residue 1 14 to 281, inclusive, of the nucleic acid sequence shown in 

25 Figure 1A (SEQ ID NO:2); or 

(b) a sequence corresponding to the sequence of (a) within the scope of degeneracy of the 

genetic code. 

In a further embodiment, the invention provides a replicable vector comprising the nucleic 
acid molecule encoding the Apo-2 ligand operably linked to control sequences recognized by a host cell 
30 transfected or transformed with the vector. A host cell comprisingthe vector or the nucleic acid molecule is also 
provided. A method of producing Apo-2 ligand which comprises culturing a host cell comprising the nucleic 
acid molecule and recovering the protein from the host cell culture is further provided. 

In another embodiment, the invention providesan antibody which binds to the Apo-2 ligand. 
In one aspect, the antibody is a monoclonal antibody having antigen specificity for Apo-2 ligand. 
35 in another embodiment, the invention provides a composition comprising Apo-2 ligand and 

a carrier. The composition may be a pharmaceutical composition useful for inducing or stimulating apoptosis. 

In another embodiment,the invention providesa method for inducing apoptosis in mammalian 
cells, comprising exposing mammalian cells, in vivo or ex vivo, to an amount of Apo-2 ligand effective for 
inducing apoptosis. 
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In another embodiment, the invention provides methods of treatinga mammal having cancer. 

In the methods, an effective amount of Apo-2 ligand is administered to a mammal diagnosed as having cancer. 

The Apo-2 ligand may also be administered to the mammal along with one or more other therapies, such as 

chemotherapy, radiation therapy, or other agents capable of exerting anti-tumor activity. 

5 A fiirther embodiment of the invention provides articles of manufacture and kits that include 

Apo-2 ligand or Apo-2 ligand antibodies. The articles of manufacture and kits include a container, a label on 
the container, and a composition contained within the container. The label on the container indicates that the 
composition can be used for certain therapeutic or non-therapeutic applications. The composition contains an 
active agent, and the active agent comprises Apo-2 ligand or Apo-2 ligand antibodies. 

, 0 ^RIFF TIRSCR IPTION OF THF DRAWINGS 

Figure 1 A shows the nucleotide sequence of human Apo-2 ligand cDN A and its derived amino 

acid sequence. 

Figure IB shows an alignment of the C-terminal region of human Apo-2 ligand with the 
corresponding region of known members of the human TNF cytokine family, 4-1BBL, OX40L, CD27L, 

1 5 CD30L, TNF-o, LT-P, LT-o, CD40L, and Apo- 1 L. 

Figures 1C-1E show (C) the cellulartopology of the recombinant, lull-length, C-terminal myc 
epitope-tagged Apo-2 ligand expressed in human 293 cells, as determined by.FACS analysis using anti-myc 
epitope antibody; (D) the size and subunit structure of recombinant, His, 0 epitope-tagged soluble Apo-2 
expressed in recombinant baculovirus-infected insect cells and purified by Ni 2+ -chelate affinity 
20 chromatography, as determined with (lanes 2, 3) or without (lane 1) chemical crosslinking followed by SDS- 
PAGE and silver staining; (E) the size and subunit structure of recombinant, gD epitope-tagged, soluble Apo-2 
ligand expressed in metabolically labeled human 293 cells, as determinedby immunoprecipitation with anti-gD 
epitope antibody, followed by SDS-PAGE and autoradiography. 

Figures 2A-2E show the induction of apoptosis in B and T lymphocyte cell lines by Apo-2 
25 ligand. Apoptotic cells were identified by characteristic morphological changes (A); by positive fluorescence 
staining with propidium iodide (PI) and FITC-conjugated annexin V, measured by flow cytometry (B-D); and 
by analysis of intemucleosomal DNA fragmentation (E). 

Figures 3A-3C show the time course and the dose-dependence of Apo-2 ligand-induced 
apoptosis and the lack of inhibition of Apo-2 ligand-inducedapoptosis by soluble receptor-IgG-fusion proteins 
30 based on the Fas/Apo- 1 receptor, TNF-R1 receptor, or TNF-R2 receptor. 

Figure 4 shows the expression of Apo-2 ligand mRNA in human fetal and human aduhtissues, 

as measured by Northern blot analysis. 

Figure 5 shows the in vivo effect of Apo-2 ligand, administered by intratumor injection, alone 
or in combinationwith Doxorubicin, on the weight of human MDA231 breast carcinoma-based tumors grown 
35 in nude mice. 

Figure 6 shows the in vivo effect of Apo-2 ligand, administered by intratumor injection, alone 
or in combinationwith 5-FU, on the weight of human HCT1 16 colon carcinoma-based tumors grown in nude 
mice. 
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Figure 7 shows the in vivo effect of Apo-2 ligand, administered by intraperitoneal injection, 

alone or in combination with 5-FU, on the size of human HCT1 16 colon carcinoma-basedtumors grown in nude 
mice. 

Figure 8 shows the in vivo effect of Apo-2 ligand, administered by intraperitoneal injection, 
5 alone or in combination with 5-FU, on the weight of human HCT1 16 colon carcinoma-based tumors grown in 
nude mice. 

Figure 9 is a bar diagram illustratingthat CrmA but not dominant negative FADD blocks Apo- 
2 ligand- induced apoptosis in HeLa-S3 cells. 

Figure 10 shows FACS analysis of apoptosis induced by Apo-2 ligand and the effect of four 
10 anti-Apo-2 ligand antibodies: 1 Dl, 2G6, 2E1 1, and 5C2 (apoptotic 9D cells detected using FITC-conjugated 
annexin V - bold line; live, unstained cells - thin line). 

Figure 1 1 is a bar diagram illustrating antigen specificity of monoclonal antibodies! D1,2G6, 

2Ell,and5C2. 

Figure 12 is a bar diagram illustrating the results of an epitope mapping assay of monoclonal 

15 antibodies 1D1, 2G6.2E11, and 5C2. 

Figure 13 is a bar diagram illustrating the results of an assay testing the ability of monoclonal 
antibody 1D1 to bind to several different synthetic peptides consisting of specific amino acid regions of the Apo- 

2 ligand. 

Figures 14A-14D show cultured He La cells treated with CHO cell culture supernatant 
20 containing expressed Apo-2 ligand (1:10, 1 20, 1:40 dilution) or unconditioned medium; Figure 14E is a bar 
diagram illustrating the numbers of apoptotic cells in each field. 

Figure 15 shows the percent (%) change in HCT1 16 colon carcinoma tumor volume in nude 
mice administered, via osmotic minipump, Apo-2 ligand polypeptide which was expressed in £. coli (as 
described in Example 16). 
25 Figure 16 shows a restriction map for the pAPOK5 plasmid. 

Figure 17 illustrates the ability of Apo-2 ligand substitutional variants D21 8 A, D269A, and 
V207A to induce apoptoticcell death in a bioassay as compared to the Apo-2 ligand consisting of amino acids 
91-281 of Figure 1 A ("AP02L.2"). 

Figure 18 illustrates the ability of Apo-2 ligand substitutional variant D203A to induce 
30 apoptotic cell death in a bioassay as compared to the Apo-2 ligand consisting of amino acids 91 -28 1 of Figure 
1 A ( ,, Apo2L.2 n ). 

Figure 19 is a table displaying the dissociation constants (K D ) of Apo-2 ligand substitutional 
variants D203 A, D218A, and D269A as compared to that of the Apo-2 ligand consisting of amino acids 91-281 
of Figure 1 A ("Apo2L.2") as determined by kinetic binding analysis using the BlAcore (Pharmacia). 
35 DETAILED DESCRIPTION OF THE PREFERRED EMBODIMENTS 
1. Definitions 

The terms "Apo-2 ligand" and "Apo-2L" are used herein to refer to a polypeptide sequence 
which includes amino acid residues 1 14-281, inclusive, residues 92-281, inclusive, residues 91-281, inclusive, 
residues 4 1-281, inclusive, residues 15-281, inclusive, or residues 1-281, inclusive, of the amino acid sequence 

-5- 
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Hgure 1 A, as well as deletional, insertion*, or substitutional variants of the above sequences. In one 
embodiment,^ polypeptide sequence has a. least residues 1 14-281 of Figure 1 A. Optionally, the polypeptide 
sequence has at least residues 92-281 or residues 91-281 ofFigure 1A. In another preferred embodiment, the 
variants are biologically active and have at least about 80% amino acid sequence identity, more preferably at 
least about 90% sequence identity.and even more preferably,at least about 95% sequence identity with any one 
of the above sequences. The definition encompasses substitutional variants of the Apo-2 ligand comprising 
amino acids 91-281 ofFigure 1A in which at least one of the amino acids at positions 203, 218 or 269 are 
substituted by an alanine residue. The definition also encompassesa native sequence Apo-2 ligand isolated from 
an Apo-2 ligand source, such as from the human tissue types described herein (see Example 8) or from another 
source, or prepared by recombinant or synthetic methods. The present definition of Apo-2 ligand excludes 
known EST sequences, such as GenBank HHEA47M, T90422, R3 1 020, H43566, H44565, H44567, H54628, 

H44772, H54629, T82085, and T10524. 

The term "epitope tagged" when used herein refers to a chimericpolypeptidecomprisingApo- 

2 ligand, or a portion thereof, fiised to a "tag polypeptide". The tag polypeptide has enough residues to provide 
an epitope against which an antibody can be made, yet is short enough such that it does not interfere with 
activity of the Apo-2 ligand. The tag polypeptide preferably also is fairly unique so that the antibody does not 
substantially cross-react with other epitopes. Suitable tag polypeptides generally have at least six amino acid 
residues and usually between about 8 to about 50 amino acid residues (preferably, between about 10 to about 
20 residues). 

"Isolated," when used to describe the various proteins disclosed herein, means protein that has 
been identified and separated and/or recovered from a component of its natural environment Contaminant 
componentsofits natural environmentarematerials that would typically interfere with diagnostic or therapeutic 
uses for the protein, and may include enzymes, hormones, and other proteinaceous or non- P roteinaceoussolutes. 
In preferred embodiments, the protein will be purified (1) to a degree sufficient to obtain at least 15 residues of 
N-terminal or internal amino acid sequence by use of a spinningcup sequenator.or (2) to homogeneity by SDS- 
PAGE under non-reducing or reducing conditions using Coomassie blue or, preferably, silver stain. Isolated 
protein includes protein in situ within recombinant cells, since at least one component of the Apo-2 ligand 
natural environmentwill not be present Ordinarily, however, isolated protein will be prepared by at least one 
purification step. 

An "isolated" Apo-2 ligand nucleic acid molecule is a nucleic acid molecule that is identified 
and separatedfrom at least one contaminant nucleic acid molecule with which it is ordinarily associated in the 
natural source of the Apo-2 ligand nucleic acid. An isolated Apo-2 ligand nucleic acid molecule is other than 
in the form or setting in which it is found in nature. Isolated Apo-2 ligand nucleic acid molecules therefore are 
distinguished from the Apo-2 ligand nucleic acid molecule as it exists in natural cells. However, an isolated 
Apo-2 ligand nucleic acid molecule includes Apo-2 ligand nucleic acid molecules contained in cells that 
ordinarily express Apo-2 ligand where, for example, the nucleic acid molecule is in a chromosomal location 

different from that of natural cells. 

"Percent (%) amino acid sequence identity" with respect to the sequences identified herein 

is defined as the percentage of amino acid residues in a candidate sequence that are identical with the amino acid 
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residues in the Apo-2 Hgand sequence, after aligning the sequences and introducing gaps, if necessary, to 

achieve the maximum percent sequence identity, and not considering any conservative substitutions as part of 

the sequence identity. The % identity values can be generated by WU-BLAST-2 which can be obtained from 

Altschul et al - Methods in Enzvmologv . 266:460-480(1996); http://blast.wustl/edu/bIast^README.htmI.WU- 

5 BLAST-2 uses several search parameters, most of which are set to default values. The adjustable parameters 
can be set with the following values: overlap span=l, overlap fraction-0.125, word threshold (T)=l 1. In a 
similar manner, "percent (%) nucleic acid sequence identity- with respect to the nucleotide sequence of the Apo- 
2 ligand polypeptides is defined as the percentage of nucleotides in a candidate sequence that are identical with 
the nucleotides in the Apo-2 ligand coding sequence. The identity values can be generated by the BLASTN 

10 module of WU-BLAST-2 set to the default parameters, with overlap span and overlap fraction set to 1 and 
0.125, respectively. 

The term "control sequences" refers to DNA sequences necessary for the expression of an 
operably linked coding sequence in a particular host organism. The control sequences that are suitable for 
prokaryotes, for example, include a promoter, optionally an operator sequence, and a ribosome binding site. 

15 Eukaryotic cells are known to utilize promoters, polyadenylation signals, and enhancers. 

Nucleic acid is "operably linked" when it is placed into a functional relationship with another 
nucleic acid sequence. For example, DNA for a presequence or secretory leader is operably linked to DNA for 
a polypeptide if it is expressed as a preprotein that participates in the secretion of the polypeptide; a promoter 
or enhancer is operably linked to a coding sequence if it affects the transcription of the sequence; or a ribosome 

20 binding site is operably linked to a coding sequence if it is positioned so as to facilitate translation. Generally, 
"operably linked" means that the DNA sequences being linked are contiguous, and, in the case of a secretory 
leader, contiguous and in reading phase. However, enhancers do not have to be contiguous. Linking is 
accomplishedby ligation at convenient restriction sites. If such sites do not exist, the synthetic oligonucleotide 
adaptors or linkers are used in accordance with conventional practice. 

25 The term "antibody" is used in the broadest sense and specifically covers single anti-Apo-2 

ligand monoclonal antibodies (including agonist and antagonist antibodies) and anti-Apo-2 ligand antibody 

compositions with polyepitopic specificity. 

The term "monoclonal antibody" as used herein refers to an antibody obtained from a 
population of substantially homogeneous antibodies, /.e., the individual antibodies comprising the population 
30 are identical except for possible naturally-occurring mutations that may be present in minor amounts. 
Monoclonal antibodies are highly specific, being directed against a single antigenic site. Furthermore, in 
contrast to con ventional (polyclonal) antibody preparations wh ich typically include different antibodies directed 
against different determinants (epitopes), each monoclonal antibody is directed against a single determinant on 

the antigen. 

35 The monoclonal antibodies herein include hybrid and recombinant antibodies produced by 

splicing a variable (including hypervariable) domain of an anti-Apo-2 ligand antibody with a constant domain 
(e.g. "humanized" antibodies), or a light chain with a heavy chain, or a chain from one species with a chain from 
another species, or fusions with heterologous proteins, regardless of species of origin or immunoglobulin class 
or subclass designation, as well as antibody fragments (e.g., Fab, F(ab')2, and Fv), so long as they exhibit the 
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desired activity. See, e.g. U.S. rat. no. h,o , 

, . DD 79.97 (Marcel Dekker, Inc.: New York, 1 987). 

jechniaHe s ™d Applications , pp.79 v (m ant5hf>dv « b ein° obtained 

Thus, the modifier "monoclonal" indicates the character of the ant.body as be,n e 
from a substantiallyhomogeneouspopulation of antibodies, and is not to be construed as requiring products 
I 1 by any particular method. For example, the monoclonal antibodies to be used . accor dance 

lil m ay be n^ by *. — - ^ * «- - — 

« • u;«««* n>j a methods such as described in u.b. rai. ino. 

^,.40* n975^ or may be made by recombinant DNA metnoas such 

^rr— . — • », - - — - — - -— 

.aehni'ouas dascaibad in MaCaff.ny « a., UOO, Mt*5M54 (1 990). for exampk. 

.„„™ani»d- forma of non-human <,* murine) anribodiaa ara apacf.c 

^-^--^^-^^^^^^ 

of antibodies) which contain minimal sequence aerivea 
bM1 „ 8 . ^na ~ of - , ^ _ humm jmmmogiobuitas , cn , „ 

immunoglobulin. For the most p aced 
in which residues from a complementarity determining region (CDR) of the rec.p P 

, a TOR of a non-human species (donor antibody) such as mouse, rat, or rabbit havmg the 

from a CDR of a no P ^ (pR) ^ rf ^ human 

specificity, affinity, and capacty. Kurtherm0 re the humanized antibody may 

immunoe.obu.in are replacedby eorrespondingnon-human residues. Furthermore the h 

• " H,,e S which are found neither in the recipient antibody nor in the imported CDR or framework 
compr ,se "^le made to further refine and optimize antibody performance. In general, the 

0 humanized antibodyw.il comprise immunoglobulin and aU or 

that of a human immunoglobulin. Mne ^ havine the ability to induce or 

-Biologically active" for the purposes herein means (a) having the . «y 
, ,osis in at least one type of mammalian cell in vivo or ex v/vo; (b) capable of rais.ng an antibody. 

st imu,a,ea P optosts m „ naturally . occurring Ap o-2L polypeptide. 

i.e., immunogenic; or (c) retaining the a ty ^ ^ ^ ^ ^ 

The terms "apoptosis" and apoptotic activity are us 

„ H form of cell death in mamma.sthat is typically accompaniedby one or more character,** 

r^r^rxrrr^a^i . . 

°" droeaSUre4 ™l Uaa- ana aafaa ,o o, aasorin. -a cono- an 

, , ii Pvamoles of cancer include but are not 

».c .hat is tvoically characterized by unregulated cell growth. Examples ot cane 
mammals that is typicaiiy cn.ii ^-.^Uu examples of such cancers 

s,«»no»a c.,1 — ■ — • Z Laaa, p^a-a aanoaa, 

- livercancer colorectal cancer, endometrial cancer, kidney cancer, P 

7' "1— ^a aanaa,. . n^a, «— aanaaa. — 
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cancer includes follicular lymphoma, carcinoma with p53 mutations, or hormone-dependent cancer such as 

breast cancer, prostate cancer, or ovarian cancer. 

The terms "treating," "treatment," and "therapy" as used herein refer to curative therapy, 
prophylactic therapy, and preventative therapy. 

The term "mammal" as used herein refers to any mammal classified as a mammal, including 
humans, cows, horses, dogs and cats. In a preferred embodiment of the invention, the mammal is a human. 
II. Compositions and Methods of the Invention 

The present invention provides a novel cytokine related to the TNF Hgand family, the cytokine 
identified herein as "Apo-2 Hgand." The predicted mature amino acid sequence of human Apo-2 ligand contains 
281 amino acids, and has a calculated molecular weight of approximately 32.5 kDa and an isoelectric point of 
approximately 7.63. There is no apparent signal sequence at the N-terminus, although hydropathy analysis 
indicates the presence of a hydrophobic region between residues 15 and 40. The absence of a signal sequence 
and the presence of an internal hydrophobic region suggests that Apo-2 ligand is a type II transmembrane 
protein. A potential N-linked glycosylation site is located at residue 109 in the putative extracellular region. 
The putative cytoplasmic region comprises amino acid residues 1-14, the transmembrane region comprises 
amino acid residues 1 5-40 and the extracellularregion comprises amino acid residues 4 1-28 1 , shown in Figure 
1A. Soluble extracellulardomain Apo-2 ligand polypeptides are included within the scope of the invention and 
include, but are not limited to, Apo-2 ligand polypeptides comprising amino acid residues 1 14-281, 92-281, or 
91-281 of the extracellular region, shown in Figure 1A. 

The present invention also provides Apo-2L substitutional variants. As described herein, 
alanine scanning techniques were utilized to identify several substitutional variant molecules having biological 
activity. Particular substitutional variants of the Apo-2 ligand comprise amino acids 91-281 of Figure 1A in 
which at least one of the amino acids at positions 203, 2 1 8 or 269 are substituted by an alanine residue. These 
substitutional variants are identified as "D203A"; "D2 1 8 A" and "D269A." This nomenclature is used to identify 
Apo-2 ligand polypeptides comprising for instance, amino acids 91-281 of Figure 1 A, wherein the aspartic acid 
residues at positions 203, 218, and/or 269 (using the numbering shown in Figure 1 A) are substituted by alanine 
residues. Optionally, the substitutional variants may include one or more of these three different site 
substitutions. 

A. preparation of Apo-2 Ligand 

The description below relates primarily to production of Apo-2 ligand by culturing cells 
transformed or transfected with a vector containing Apo-2 ligand nucleic acid and recovering the polypeptide 
from the cell culture. It is of course, contemplated that alternative methods, which are well known in the art, 
may be employed to prepare Apo-2 ligand. 

1. Isolation of DNA Encoding Apo-2 Ligand 

The DNA encoding Apo-2 ligand may be obtained from any cDNA library prepared from 
tissue believed to possess the Apo-2 ligand mRNA and to express it at a detectable level. Accordingly, human 
Apo-2 ligand DMA can be conveniently obtained from a cDNA library prepared from human tissues, such as 
the bacteriophage library of human placental cDNA described in Example 1 . The Apo-2 ligand-encoding gene 
may also be obtained from a genomic library or by oligonucleotide synthesis. 
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olioonucleotidesof at .east about 20-80 bases) designed to identify the gene of interest or the protein encoded 
by It Examples of oligonucleotide^* are provided in Example 1 . Screeningthe cDNA or genom.c l.brary 
with the selected probe may be conducted using standard procedures, such as described in Sambrook et al. 
M ^.„ r r. nni .. A i aboralory Manual (New York: Cold Spring Harbor Laboratory Press, 1989). An 
alternative means to isolate the gene encoding Apo-2 ligand is to use PGR methodology [Sambrook et ah, 
Dieffenbach et a!., r^P A ' ^torv Manual (Cold Spring Hatbor Laboratory Press, 1 995)]. 

A preferred method of screeningemploysselectedoligonucleotidesequencesto screen cDNA 
libraries*™ varioushuman tissues. Example 1 below describes techniques for screeninga cDNA library with 
two different oligonucleotide's. The oligonucleotidesequences selected as probes should be of suffice* 
,ength and sufficiently unambiguous so that false positives are minimized. Tbe oligonucleotide is preferably 
labeled such that it can be detected upon hybridization to DNA in the library being screened. Methods of 
.abeling are well known in the art, and include the use of radio.abels like 32p-,abeled ATP, biotiny.ation or 

enzyme labeling. . , 

5 Nucleic acid having all the protein coding sequence may be obtained by screemng selected 

cDNA or genomic libraries using the deduced amino acid sequence disclosed herein, and, if necessary, using 
conventional primer extension procedures as described in Sambrook et a... su^, to detect precursors and 
processing intermediates of mRNA that may not have been reverse-transcribed into cDNA. 

Amino acid sequence variants of Apo-2 ligand can be prepared by introducing appropnate 
0 nucleotide changes into the Apo-2 ligand DN A, or by synthesis of the desired Apo-2 ligand polypeptide. Such 
variants represent insenions, substitutions, and/or deletions of residues within or at one or both of the ends of 
the intracellular region, the transmembrane region, or the extracellular region, or of the amino acid sequence 
shown fortheh 1 ll-len g thA P o-2.igandinFigurelA. Any combination of insertion, substitution, and/or de.etton 
can be made to arrive at the final construct, provided that the fina. construct possesses, for instance, the des,red 
J5 apoptotic activity as definedherein. In a preferred embodiment.the variants have at least about 80% amino and 
sequence identity, more preferably, at least about 90% sequence identity, and even more preferably, at least 
about 95% sequence identity with the sequences identified herein for the intracellular, transmembrane, or 
extracellular regions of Apo-2 ligand, or the full-length sequence for Apo-2 ligand. The amino acid changes 
also may alter post-trans.ational processes of the Apo-2 ligand, such as changing the number or pos.t.on of 
30 glycosylation sites or altering the membrane anchoring characteristics. 

Variations in the Apo-2 ligand sequence as described above can be made using any of the 
techniquesand guidelinesfor conservative and non-conservativemutationsset forth in U.S. Pat. No. 5,364,934. 
These include oligonucleotide-mediated (site-directed) mutagenesis, alanine scanning, and PCR mutagenests. 

Scanningamino acid analysis can be employed to identify one or more amino acids along a 
contiguous sequence. Among the preferred scanning amino acids are relatively small, neutral amino acids. 
Such amino acids include alanine, glycine, serine and cysteine. Alanine is typically a preferred scannmg ammo 
acid among this group because it e.iminatesthe side-chain beyond the beta-carbon and is less likely to alter the 
main-chain conformation of the variant. [Cunningham et a.., Sd^ 244:1081 (1989)]. Alanine is also 
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typically preferred because it is the most common amino acid. Further, it is frequently found in both buried and 

exposed positions [Crei£ihton. The Proteins. (W.H. Freeman & Co., NY); Chothia, J. Mol. Biol.. 150 :1 (1976)]. 

Variations in the Apo-2 ligand sequence also included within the scope of the invention relate 
to amino-terminalderivativesor modified forms. Such Apo-2 ligand sequences include any of the Apo-2 ligand 
5 polypeptides described herein havinga methionine or modified methionine (such as formyl methionyl or other 
blocked methionyl species) at the N-terminus of the polypeptide sequence. 

2. Insertion of Nucleic Acid into A Replicable Vector 

The nucleic acid (e.g., cDNA or genomic DNA) encoding native or variant Apo-2 ligand may 
be inserted into a replicable vector for further cloning (amplification of the DNA) or for expression. Various 
10 vectors are publiclyavailable. The vector components generally include, but are not limited to, one or more of 
the following: a signal sequence, an origin of replication, one or more marker genes, an enhancer element, a 
promoter, and a transcription termination sequence, each of which is described below. 

(i) Signal Sequence Component 

The Apo-2 ligand may be produced recombinantly not only directly, but also as a fusion 
15 polypeptide with a heterologous polypeptide, which may be a signal sequence or other polypeptide having a 
specific cleavage site at the N-terminus of the mature protein or polypeptide. In general, the signal sequence 
may be a component of the vector, or it may be a part of the Apo-2 ligand DNA that is inserted into the vector. 
The heterologous signal sequence selected preferably is one that is recognized and processed (i.e., cleaved by 
a signal peptidase) by the host cell. The signal sequence may be a prokaryotic signal sequence selected, for 
20 example, from the group of the alkaline phosphatase, penicillinase, Ipp, or heat-stable enterotoxin II leaders. 
For yeast secretion the signal sequence may be, e.g. 9 the yeast invertase leader, alpha factor leader (including 
Saccharomyces and Kluyveromyces a-factor leaders, the latter described in U.S. Pat. No. 5,010,182), or acid 
phosphatase leader, the C. albicans glucoamylase leader (EP 362,179 published 4 April 1990), or the signal 
described in WO 90/13646 published 15 November 1990. In mammalian ce;i expression the native Apo-2 
25 ligand presequence that normally directs insertion of Apo-2 ligand in the cell membrane of human cells in vivo 
is satisfactory, although other mammalian signal sequences may be used to direct secretion of the protein, such 

as signal sequences from secreted polypeptides of the same or related species, as well as viral secretory leaders, 

■ - ■ 

for example, the herpes simplex glycoprotein D signal. 

The DNA for such precursor region is preferably ligated in reading frame to DNA encoding 

30 Apo-2 ligand. 

(ii) Origin of Replication Component 

Both expression and cloning vectors contain a nucleic acid sequence that enables the vector 
to replicate in one or more selected host cells. Generally, in cloning vectors this sequence is one that enables 
the vector to replicate independently of the host chromosomal DNA, and includes origins of replication or 
35 autonomously replicating sequences. Such sequences are well known for a variety of bacteria, yeast, and 
viruses. The origin of replication from the plasmid pBR322 is suitable for most Gram-negative bacteria, the 2u 
plasmid origin is suitable for yeast, and various viral origins (SV40, polyoma, adenovirus, VSV or BPV) are 
useful for cloning vectors in mammalian cells. Generally, the origin of replication component is not needed for 
mammalian expression vectors (the SV40 origin may typically be used because it contains the early promoter). 
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Most expression vectors are "shuttle" vectors, i.e., they are capable of replication in at least 

one class of organisms but can be transfected into another organism for expression. For example, a vector is 

cloned in £L coli and then the same vector is transfected into yeast or mammalian cells for expression even 

though it is not capable of replicating independently of the host cell chromosome. 

5 DNA may also be amplified by insertion into the host genome. This is readily accomplished 

using Bacillus species as hosts, for example, by including in the vector a DNA sequence that is complementary 
to a sequence found in Bacillus genomic DNA. Transfectionof Bacillus with this vector results in homologous 
recombination with the genome and insertion of Apo-2 ligand DNA. However, the recovery of genomic DNA 
encoding Apo-2 ligand is more complex than that of an exogenously replicated vector because restriction 

10 enzyme digestion is required to excise the Apo-2 ligand DNA. 

(iii) Selection Gene Component 
Expression and cloning vectors typically contain a selection gene, also termed a selectable 
marker. T his gene encodes a protein necessary for the survival or growth of transformed host cells grown in 
a selective culture medium. Host cells not transformed with the vector containing the selection gene will not 

1 5 survive in the culture medium. Typical selection genes encode proteins that (a) confer resistance to antibiotics 
or other toxins, e.g., ampicillin, neomycin, methotrexate, or tetracycline, (b) complement auxotrophic 
deficiencies, or (c) supply critical nutrients not available from complex media, e.g., the gene encoding D-alanine 
racemase for Bacilli. 

One example of a selection scheme utilizes a drug to arrest growth of a host cell. Those cells 
20 that are successfully transformed with a heterologous gene produce a protein conferring drug resistance and thus 
survive the selection regimen. Examples of such dominant selection use the drugs neomycin [Southern et al., 
J. Molec. Anpl- Genet.. 1:327 (1982)], mycophenolic acid (Mulligan et ah, Science, 202:1422 (1980)] or 
hygromycin [Sugden et al., Mol. Cell. Biol.. 5:410-413 (1985)]. The three examples given above employ 
bacterial genes under eukaryotic control to convey resistance to the appropriate drug G418 or neomycin 

25 (geneticin), xgpt (mycophenolic acid), or hygromycin, respectively. 

Another example of suitable selectable markers for mammalian cells are those that enable the 
identification of cells competent to take up the Apo-2 ligand nucleic acid, such as DHFR or thymidine kinase. 
The mammalian cell transform ants are placed under selection pressure that only the transformants are uniquely 
adapted to survive by virtue of having taken up the marker. Selection pressure is imposed by culturing the 

30 transformants under conditions in which the concentration of selection agent in the medium is successively 
changed, thereby leading to amplification of both the selection gene and the DNA that encodes Apo-2 ligand. 
Amplification is the process by which genes in greater demand for the production of a protein critical for growth 
are reiterated in tandem within the chromosomes of successive generations of recombinant cells. Increased 
quantities of Apo-2 ligand are synthesized from the amplified DNA. Other examples of amplifiable genes 

35 include metallothionein-1 and -11, adenosine deaminase, and ornithine decarboxylase. 

Cells transformed with the DHFR selection gene may f rst be identified by culturing all of the 
transformants in a culture medium that contains methotrexate (Mtx), a competitive antagonist of DHFR. An 
appropriate host cell when wild-type DHFR is employed is the Chinese hamster ovary (CHO) cell line deficient 
in DHFR activity, prepared and propagated as described by Urlaub et al., Proc. Natl. Acad. Sci. USA, 77:4216 
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( 1 980). The transformed cells are then exposed to increased levels of methotrexate. This leads to the synthesis 

of multiple copies of the DHFR gene, and, concomitantly, multiple copies of other DNA comprising the 

expression vectors, such as the DNA encoding Apo-2 ligand. This amplification technique can be used with 

any otherwise suitable host, e.g., ATCC No. CCL61 CHO-K1, notwithstanding the presence of endogenous 

DHFR if, for example, a mutant DHFR gene that is highly resistant to Mtx is employed (EP 1 17,060). 

Alternatively, host cells (particularly wild-type hosts that contain endogenous DHFR) 
transformed or co- transformed with DNA sequences encoding Apo-2 ligand, wild-type DHFR protein, and 
another selectable marker such as aminoglycoside3'-phosphotransferase (APH) can be selected by cell growth 
in medium containing a selection agent for the selectable marker such as an aminoglycosidic antibiotic, e.g., 
kanamycin, neomycin, or G418. See U.S. Patent No. 4,965,199. 

A suitable selection gene for use in yeast is the trp\ gene present in the yeast plasmid YRp7 
[Stinchcomb et al., Nature, 282:39 (1979); Kingsmanet al.. Gene. 7:14 1 (1979);Tschemperet al., Gene, 10:157 
(1980)]. The trp\ gene provides a selection marker for a mutant strain of yeast lacking the ability to grow in 
tryptophan, for example, ATCC No. 44076 or PEP4-1 [Jones. Genetics . 85:23-33 (1977)]. The presence of the 
trp\ lesion in the yeast host cell genome then provides an effective environment for detecting transformation 
by growth in the absence of tryptophan. Similarly, Iei/2-deficient yeast strains (ATCC 20^622 or 38,626) are 
complemented by known plasm ids bearing the Leu2 gene. 

In addition, vectors derived from the 1.6 pm circular plasmid pKDl can be used for 

► * 

transformation of Kluyveromyces yeasts [Bianchi et al., Curr. Genet. . 12:185 (1987)]. More recently, an 
expression system for large-scale production of recombinant calf chymosin was reported for K. lactis [Van den 
Berg, Bio/Technology , 8:135 (1 990)]. Stable multi-copy expression vectors for secretion of mature recombinant 
human serum albumin by industrial strains of Kluyveromyces have also been disclosed [Fleer et al., 

Bio/Technology. 9:968-975 (1991)]. 

(iv) Promoter Component 

Expression and cloning vectors usually contain a promoter that is recognized by the host 
organism and is operably linked to the Apo-2 ligand nucleic acid sequence. Promoters are untranslated 
sequences located upstream (5 1 ) to the start codon of a structural gene (generally within about 100 to 1000 bp) 
that control the transcription and translation of a particular nucleic acid sequence, such as the Apo-2 ligand 
nucleic acid sequence, to which they are operably linked. Such promoters typically fall into two classes, 
inducible and constitutive. Inducible promoters are promoters that initiate increased levels of transcription from 
DNA under their control in response to some change in culture conditions, e.g., the presence or absence of a 
nutrient or a change in temperature. At this time a large number of promoters recognized by a variety of 
potential host cells aire well known. These promoters are operably linked to Apo-2 ligand encoding DNA by 
removing the promoter from the source DNA by restriction enzyme digestion and inserting the isolated promoter 
sequence into the vector. Both the native Apo-2 ligand promoter sequence and many heterologous promoters 
may be used to direct amplification and/or expression of the Apo-2 ligand DNA. 

Promoters suitable for use with prokaryotic hosts include the lactamase and lactose promoter 
systems [Chang et al. T Nature . 275:615 (1978); Goeddel et al., Nature. 281:544 (1979)], alkaline phosphatase, 
a tryptophan (trp) promoter system [Goeddel, Nucleic Acids Res. . 8:4057 (1980); EP 36,776], and hybrid 
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^SSSSh as the tac proper IdeBoer et a,., J ZxJM Acad. Sci. USA . (1983)]. However, 

a skiHed worker operab.y to Hgate then, to DNA encoding Apo-2 Hgand [Siebenlis, et a.,, fid 20:269 (1980) 
usinoHnkersoradaptorstosupplyanyrequi^ 
5 contain a Shine-Da.gamo (S.D.) sequence operably .inked to the DNA encoding Apo-2 hgand. 

Promoter sequencesare known for eukaryotes. Virtually alleukaryoticgeneshavean AT-nch 
region located approximately 25 to 30 bases upstream from the site where transcription is initiated. Another 
sequence found 70 to 80 bases upstream from the star, of transcription of many genes is a CXCA AT reg.on 
whereX may be any nucleotide. At the 3' end of most eukaryotic genes is an AATAAA sequence that may be 
10 the signal for addition of the poly A tail to the 3' end of the coding sequence. All of these sequencesare smtably 

inserted into eukaryotic expression vectors. 

Examplesof suitable promotingsequencesforuse with yeas, hosts include the promoters for 

3-phosphog.ycerate kinase IHi,^ 

et a, L^U En^ *e g .. 2:149 (1968); Holland, Bi^, n:4900 (1978)], such as eno.ase, 
15 o,ycera.dehyde-3- P hospha,e dehydrogenase, hexokinase, pyruvate decarboxylase, phosphofructokmase, 
Ilucose^phosphate isomerase, 3-phos P ho g .ycera,e mutase, pyruvate kinase. triose P hospha,e .somerase, 
phosphoglucose isomerase, and glucokinase. 

Cher yeas, promoters, which are inducible promo.ers having me additional advantage of 
inscription controlled by growth conditions, a* the promorer regions for alcoho. dehydrogenase 2, 

20 isocytochmmeC.acidphos^^ 

gly ceraldehyde-3-phospha,e dehydrogenase, and enzymes responsib.e for mahose and galactose u,n,zat,o„. 
Suitable vectors and promoters for use in yeas, expression are further described in EP 73,657. Yeast enhancers 

also are advan,ageously used with yeast promoters. 

Apo-2 ligand transcription from vecors in mammalian host cells is controlled, for example, 
25 by promoters ob,ained from ,he genomes of viruses such as poryoma virus, fowlpox virus (UK 2,211,504 
published 5 My 1989), adenovirus (such as Adenovirus 2), bovine papilloma virus, avian sarcoma v.rus. 
!y,ome 8 a,ovirus, a retrovirus,hepa,itis-B virus and mos, preferab.y Simian Virus 40 (SV40), from hetero.ogous 
m ammalian promoters, e. g ., the actin promoter or an immunoglobulin P romo,er, from hea,-shock promoters, 
and from the promoter normal* associated whh the Apo-2 ligand sequence, provided such P romo,ers are 

30 compatible whh, he host cell systems. 

The early and late promoters of me SV40 virus are convementiy obtained as an SV40 

restrictionfragmentthat also containsme SV40 vira, origin of rep.ication [Fiers et a,., **» Z»l » OTO 
MulliganandBerg,S^2Q2:1422-1427(1980);Pavlakisetal., ProcNa,l Acad, Sc, US A, 2£:7398.7402 
(,981)]. me immediate early promoter of the human cytomegalovirus is convenient* obtained as a Hmdlll 
35 E res,ric,ion fragment ]Greenaway e, a.., Gent, 18:355-360 (1982),. A. system for expressing DNA - 
m amma,ian hosts using the bovine papilloma virus as a vector is disc.osed in U.S. Paten, No. 4 4 19 4.6. A 
m odif 1C ationofthis system is ^UA^^lte^te^ 
(,982) on expressing cDNA encoding immune interferon in monkey cells; Reyes e, a,., N^, 222:598-60, 
(,982) on expression of human P -in,erferon cDNA in mouse cells under the contro, of a mym.dme kmase 
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promoter from herpes simplex vims: Canaani and Berg. Proc. Natl. Acad. Sci. USA 79:5166-5170 (1982) on 

expression of the human interferon pi gene in cultured mouse and rabbit cells; and Gorman et al., Proc. Nat^ 
Acad. Sci. USA . 22:6777-6781 (1982) on expression of bacterial CAT sequences in CV-1 monkey kidney cells, 
chicken embryo fibroblasts, Chinese hamster ovary cells, HeLa cells, and mouse NIH-3T3 cells using the Rous 
5 sarcoma virus long terminal repeat as a promoter). 

(v) Enhancer Element Component 
Transcription of a DNA encoding Apo-2 ligand by higher eukaryotes may be increased by 
inserting an enhancer sequence into the vector. . Enhancers are cis- acting elements of DNA, usually about from 
10 to 300 bp, that act on a promoter to increase its transcription. Enhancers are relatively orientation and 

10 position independent,having been found 5' [Laimins et al.. Proc. Natl. Acad. Sci. USA . 78:993 (1981)] and 3' 
[Lusky et al., Mol. Cell Bio. . 2:1 108 (1983)] to the transcription unit, within an intron [Banerji et al., Cell. 
23:729 (1983)], as well as within the coding sequence itself [Osborne et al., Mol. Cell Bio.. 4:1293 (1984)]. 
Many enhancer sequences are now known from mammalian genes (globin, elastase, albumin, ct-fetoprotein,and 
insulin). Typically, however, one will use an enhancer from a eukaryotic cell virus. Examples include the SV40 

15 enhancer on the late side of the replication origin (bp 100-270), the cytomegalovirus early promoter enhancer, 
the polyoma enhancer on the late side of the replication origin, and adenovirus enhancers. See also Yaniv, 
Nature. 297 : 17-18(1 982) on enhancing elements for activation of eukaryotic promoters. The enhancer may be 
spliced into the vector at a position 5' or 3' to the Apo-2 ligand-encoding sequence, but is preferably located at 
a site 5' from the promoter. 

20 (vi) Transcription Termination Component 

Expression vectors used in eukaryotic host cells (yeast, fungi, insect, plant, animal, human, 
or nucleated cells from other multicellularorganisms)will also contain sequences necessary for the termination 
of transcription and for stabilizing the mRNA. Such sequences are commonly available from the 5* and, 
occasionally 3', untranslated regions of eukaryoticor viral DMAs or cDNAs. These regions contain nucleotide 

25 segments transcribed as polyadenylated fragments in the untranslated portion of the mRNA encoding Apo-2 
ligand. 

(vii) Construction and Analysis of Vectors 

Construction of suitable vectors containing one or more of the abover listed components 
employs standard ligation techniques. Isolated plasm ids or DNA fragments are cleaved, tailored, and re-ligated 
30 in the form desired to generate the plasm ids required. 

For analysis to confirm correct sequences in plasmids constructed, the ligation mixtures can 
be used to transform R co//Kl 2 strain 294 (ATCC 3 1,446) and successful transformants selected by ampicillin 
or tetracycline resistance where appropriate. Plasmids from the transformants are prepared, analyzed by 
restriction endonuclease digestion, and/or sequenced by the method of Messing et al., "Nucleic Acids Res.. 2:309 
35 (1981) or by the method of Maxam et al., Methods in Enzvmologv: 65:499 (1980) 

(viii) Transient Expression Vectors 

Expression vectors that provide for the transient expression in mammalian cells of DNA 
encoding Apo-2 ligand may be employed. In general, transient expression involves the use of an expression 
vector that is able to replicate efficiently in a host cell, such that the host cell accumulates many copies of the 
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^eSon'tef tor and, in tum, synthesizeshigh levels of a desired polypeptide eneoded by the expression vector 
[Sambrooket *\.,supra\. Transient expression systems, comprising a suitable expression vector and a host cell, 
allow for the convenient positive identification of polypeptides encoded by cloned DMAs, as well as for the 
rapid screening of such polypeptides for desired biological or physiological properties. Thus, transient 
5 expression systems are particularly useful in the invention for purposes of identifying analogs and variants of 

Apo-2 ligand that are biologically active Apo-2 ligand. 

(ix) Suitable Exemplary Verte brate Cell Vectors 
Other methods, vectors, and host cells suitable for adaptation to the synthesis of Apo-2 ligand 
in recombinant vertebrate cel. culture are described in Gething et .1, Mature, 222:620-625 (1981); Mantei et 
10 al., Nature, 211:40-46 (1979);EP 1 17,060;and EP 1 17,058. A particularly useful plasmid for mammalian cell 
culture expression of Apo-2 ligand is P RK5 [EP 307,247; also described in Example 1] or P SV16B [WO 

91/08291 published 13 June 1991]. 

3 Selection and Transforma tion of Host Cells 

Suitable host cells for cloning or expressing the DN A in the vectors herein are the prokaryote, 
15 yeast or higher eukaryote cells described above. Suitable prokaryotes for this purpose include but are not 
Hmited to eubacteria, such as Gram-negativeor Gram-positive organisms, for example, Enterobacteriaceae such 
as Escherichia, e.g., E. coli, Enterobacter, Erwinia, Klebsiella, Proteus, Salmonella, e.g., Salmonella 
typhimurium, Serratia, e.g., Serratia marcescans, and Shigella, as well as Bacilli such as B. subtilis and B. 
licheniformis (e.g., B. licheniformis 4 IP disclosed in DD 266,71 0 published 12 April 1989), Pseudomonas such 
20 as P. aeruginosa, and S.repiomyces. Preferably, the host cell should secrete minimal amounts of proteose 

enzymes. . 

In additionto pr okaryotes,eukaryoticmicrobes such as filamentous fungi or yeast are suitable 

cloning or expression hosts for Apo-2 ligand-encodingvectors. Saccharomyces cerevisiae, or common baker's 
yeast, is the most commonly used among lower eukaryotic host microorganisms. However, a number of other 
25 genera, species, and strains are commonly available and useful herein. 

Suitable host cells for the expression of glycosylated Apo-2 ligand are derived from 
multicellular organisms. Such host cells are capable of complex processing and glycosylation activities, in 
principle, any higher eukaryotic cel. culture is workable, whether from vertebrate or invertebrate culture. 
Examples of invertebrate cells include plant and insect cells. Numerous baculoviral strains and vanants and 
30 corresponding permissive insect host cells from hosts such as Spodopterajrugiperda (caterpillar),^ aegypti 
(mosquito), Aedes albopictus (mosquito), Drosophila melanogaster (fruitfly), and Bombyx mori have been 
identified [See, e.g., Luckow et a.., Biotechnology, 6:47-55 (1988); Miller et al., in Genetic Entering, 
Setlow et a.., eds., Vol. 8 (Plenum Publishing, 1986), pp. 277-279; and Maeda et al., Nature, 211:592-594 
(1985)] A variety of viral strains for transfection are publicly available, e.g., the L-l variant of Autographa 
35 californica NPV and the Bm-5 strain of Bombyx moriWV, and such viruses may be used as the virus herem 
according to the present invention, panicularly for transfection of Spodopterajrugiperda ("Sf9") cells, described 
in Example 2. 

Plant cell cultures of cotton, corn, potato, soybean, petunia, tomato, and tobacco can be 
utilized as hosts. Typically, plant cells are transfected by incubation with certain strains of the bacterium 
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Agrobacterium tumefaciens % which has been previously manipulated to contain the Apo-2 ligand-encoding 

DNA. During incubation of the plant cell culture with A. tumefaciens, the DNA encoding the Apo-2 ligand is 

transferred to the plant cell host such that it is trarisfected, and will, under appropriate conditions, express the 

Apo-2 ligand-encoding DNA. In addition, regulatory and signal sequences compatible with plant cells are 

5 available, such as the nopaline synthase promoter and polyadeny lationsignal sequences [Depicker et a!., J. MoL 

A ppl. Gen.. 1:561 (1982)]. In addition, DNA segments isolated from the upstream region of the T-DNA 780 

gene are capable of activating or increasing transcription levels of plant-expressiblegenes in recombinant DNA- 

containing plant tissue [EP 321,196 published 21 June 1989]. 

Propagation of vertebrate cells in culture (tissue culture) is also well known in the art [See, 

10 e.g.. Tissue Culture . Academic Press, Kruse and Patterson, editors (1973)]. Examples of useful mammalian host 
cell lines are monkey kidney CVI line transformed by SV40 (COS-7, ATCC CRL 1651); human embryonic 
kidney line (293 or 293 cells subcloned for growth in suspension culture, Graham et aL, J. Gen Virol. . 36:59 
(1977)); baby hamster kidney cells(BHK, ATCC CCL 10); Chinese hamster ovary cellsADHFR (CHO, Urlaub 
and Chasin, Proc. Natl. Acad. Sci. USA . 72:4216 (1980)); mouse Sertoli cells (TM4, Mather, Biol. Reprod.. 

1 5 21:243-25 1 ( 1 980)); monkey kidney cells (CV 1 ATCC CCL 70); African green monkey kidney cells (VERO 
76, ATCC CRL- 15 87); human cervical carcinoma cells (HELA, ATCC CCL 2); canine kidney cells (MDCK, 
ATCC CCL 34); buffalo rat liver cells (BRL 3 A, ATCC CRL 1442); human lung cells (W138, ATCC CCL 75); 
human liver cells (Hep G2, HB 8065); mouse mammary tumor (MMT 060562, ATCC CCL51); TRJ cells 
(Mather et aL, Annals N.Y. Acad. Sci. . 383:44-68 ( 1 982)); MRC 5 cells; and FS4 cells. 

20 Host cells are transfected and preferably transformed with the above-described expression or 

cloning vectors for Apo-2 ligand production and cultured in conventional nutrient media modified as appropriate 
for inducing promoters, selecting transform ants, or amplifying the genes encoding the desired sequences. 

Transfection refers to the taking up of an expression vector by a host cell whether or not any 
coding sequences art m fact expressed. Numerous methods of transfection are known to the ordinarily skilled 

25 artisan, for example, CaP0 4 and electroporation. Successful transfection is generally recognized when any 
indication of (he operation of this vector occurs within the host cell. 

Transformation means introducing DNA into an organism so that the DNA is replicabie, either 
as an extrachromosomal element or by chromosomal integrant. Depending on the host cell used, transformation 
is done using standard techniques appropriate to such cells. The calcium treatment employing calcium chloride, 

30 as described in Sambrook et al., supra , or electroporation is generally used for prokaryotes or other cells that 
contain substantial cell-wall barriers. Infection with Agrobacterium tumefaciens is used for transformation of 
certain plant cells, as described by Shaw et aL. Gene . 23:3 15 (1983) and WO 89/05859 published 29 June 1989. 
In addition, plants may be transfected using ultrasound treatment as described in WO 91/00358 published 10 
January 1991. 

35 For mammalian cells without such cell walls, the calcium phosphate precipitation method of 

Graham and van der Eb T Virology. 52 :456-457 (1978) is preferred. General aspects of mammalian cell host 
system transformationshave been described in U.S. Pat. No. 4,399,2 1 6. Transform at ions into yeast are typically 
carried out according to the method of Van Solingen et al., J. Bact.. 130 :946 ( 1 977) and Hsiao et al., Proc. Natl. 
Acad. Sci. fUSAV 76:3 829 (1 979). However, other methods for introducing DNA into cells, such as by nuclear 
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microinjection, electroporation, bacterial protoplast fusion with intact cells, or polycations, e.g., polybrene, 
polyornithine,may also be used. For various techniques for transforming mammalian cells, see Keown et al., 
MpthoH<= in FnTvmologv . 185:527-537 (1990) and Mansour et al., Nature, 336:348-352 (1988). 

4. Culturins ih f. Host Cells 

5 Prokaryotic cells used to produce Apo-2 ligand may be cultured in suitablemedia as described 

generally in Sambrook et al., supra. 

The mammalian host cells used to produce Apo-2 ligand may be cultured in a variety of 
media. Examples of commercially available media include Ham's F10 (Sigma), Minimal Essential Medium 
("MEM", Sigma), RPM1-1640 (Sigma), and Dulbecco's Modified Eagle's Medium ("DMEM", Sigma). Any 

10 such media may be supplemented as necessary with hormones and/or other growth factors (such as insulin, 
transferrin, or epidermal growth factor), salts (such as sodium chloride, calcium, magnesium, and phosphate), 
buffers (such as HEPES), nucleosides (such as adenosine and thymidine), antibiotics (such as Gentamycin 
drug), trace elements (defined as inorganic compounds usually present at final concentrations in the micromolar 
range), and glucose or an equivalent energy source. Any other necessary supplements may also be included at 

15 appropriate concentrations that would be known to those skilled in the art. The culture conditions, such as 
temperature, pH, and the like, are those previously used with the host cell selected for expression, and will be 

apparent to the ordinarily skilled artisan. 

In general, principles, protocols, and practical techniques for maximizing the productivity of 

mammalian cell cultures can be found in Mnmmalian Cell Biotechnology A Practical Approach , M. Butler, ed. 

20 (IRL Press, 1991). 

The host cells referred to in this disclosure encompass cells in culture as well as cells that are 

within a host animal. 

5. Detecting Gene Amnlification/ Exnression 

■ 

Gene amplification and/or expression may be measured in a sample directly, for e.tample, by 
25 conventionalSouthembloning,Northern blottingto quantitatethe transcription of mRNA [Thomas, Proc. Natl, 
Ar-aH Sci. USA. 22:5201-5205 (1980)], dot blotting (DNA analysis), or in situ hybridization, using an 
appropriately labeled probe, based on the sequences provided herein. Various labels may be employed, rr-os* 
commonly radioisotopes.and particularly 32 ?. However, other techniques may also be employed, such ar 
biot in-modifiednucleotides for introduction into a polynucleotide. The biotin then serves as the site fo; t -.aing 
30 to avidin or antibodies, which may be labeled with a wide variety of labels, such as radionucleotides.fluowscas 
or enzymes. Altematively,antibodies may be employed that can recognize specific duplexes, including DWA 
duplexes, RNA duplexes, and DNA-RNA hybrid duplexes or DNA-protein duplexes. The antibodies in turn 
may be labeled and the assay may be carried out where the duplex is bound to a surface, so that upon the 
formation of duplex on the surface, the presence of antibody bound to the duplex can be detected. 
35 Gene expression, alternatively, may be measured by immunological methods, such as 

immunohistochemical staining of cells or tissue sections and assay of cell culture or body fluids, to quantitate 
directly the expression of gene product With immunohistochemical staining techniques, a cell sample is 
prepared, typically by dehydration and fixation, followed by reaction with labeled antibodies specific for the 



-18- 



«XIO. 'WO. 



9936S35A1_I_> 



WO 99/36535 PCT/US99/01039 
gene product coupled, where the labels are usually visually detectable, such as enzymatic labels, fluorescent 

labels, luminescent labels, and the like. 

Antibodies useful for immuriohistochemical staining and/or assay of sample fluids may be 

either monoclonal or polyclonal, and may be prepared in any mammal. Conveniently, the antibodies may be 

prepared against a native Apo-2 ligand polypeptide or against a synthetic peptide based on the DNA sequences 

provided herein or against exogenous sequence fused to Apo-2 ligand DNA and encoding a specific antibody 

epitope. 

6. Purification of Apo-2 Ligand Polypeptide 

Apo-2 ligand preferably is recovered from the culture medium as a secreted polypeptide, 
although it also may be recovered from host cell lysates when directly produced without a secretory signal. If 
the Apo-2 ligand is membrane-bound, it can be released from the membrane using a suitable detergent solution 
(e.g. Triton-X 100) or its extracellular region may be released by enzymatic cleavage. 

When Apo-2 ligand is produced in a recombinant cell other than one of human origin, the 
Apo-2 ligand is free of proteins or polypeptides of human origin. However, it is usually necessary to purify 
Apo-2 ligand from recombinant cell proteins or polypeptides to obtain preparations that are substantially 
homogeneous as to Apo-2 ligand. As a first step, the culture medium or lysate may be centrifuged to remove 
particulatecell debris. Apo-2 ligand thereafter is purified from contaminant soluble proteins and polypeptides, 
with the following procedures being exemplary of suitable purification procedures: by fractionation on an ion- 
exchange column; ethanol precipitation;reverse phase HPLC; chromatographyon silica or on a cation-exchange 
resin such as DEAE; chromatofocusing; SDS-PAGE; ammonium sulfate precipitation; gel filtration using, for 
example, Sephadex G-75; and protein A Sepharose columns to remove contaminants such as lgG. 

In a preferred embodiment, the Apo-2 ligand can be isolated by affinity chromatography, as 
described in Example 3. 

Apo-2 ligand variants in which residues have been deleted, inserted, or substituted are 
recovered in the same fashion as native Apo-2 ligand, taking account of any substantial changes in properties 
occasioned by the variation. For example, preparation of an Apo-2 Jigand fusion with another protein or 
polypeptide, e.g., a bacterial or viral antigen, facilitates purification; an immunoafTinity column containing 
antibody to the antigen can be used to adsorb the fusion polypeptide. In a preferred embodiment, an 
extracellular sequence of Apo-2 ligand is fused to a HisjQ peptide and purified by Ni 2+ -chelate affinity 
chromatography. 

A protease inhibitor such as phenyl methyl sulfonyl fluoride (PMSF) also may be useful to 
inhibit proteolytic degradation during purification, and antibiotics may be included to prevent the growth of 
adventitious contaminants. One skilled in the art will appreciate that purification methods suitable for native 
Apo-2 ligand may require modification to account for changes in the character of Apo-2 ligand or its variants 
upon expression in recombinant cell culture. ... 
7. Covalent Modifications of Apo-2 Ligand Polypeptides 

Covalent modificationsof Apo-2 ligand are included within the scope of this invention. Both 
native Apo-2 ligand and amino acid sequence variants of the Apo-2 ligand may be covalently modified. One 
type of covalent modification of the Apo-2 ligand is introduced into the molecule by reacting targeted amino 
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W0 99/36S3S ... ... „„„„,«u„, ; c ran Me- of reaciin" with selected side 

acid residues of the Apo-2 ligand with an organ.cdenvatiz.ngagentthat »s capable of react.n^ 

chains or the N- or C-terminal residues of the Apo-2 ligand. 

Derivatization with Afunctional agents is useful for crosslinking Apo-2 ligand to a water- 
i„sol U b.e support matrix or surface for use in the method for purifying anti-A P o-2 ligand antibodies, and vice- 
versa Commonlyused cross.inkingagentsinclude.eg., l,l-bi S (diazoacety,)-2- P heny.ethane, glutaraldehyde, 

N-hydroxysuccinimide esters, for example, esters with 4-azidosalicylic acid, homobifunctional imtdoesters, 
Eluding disuccinimidylesters such as 3,3'-dithiobis(succinimidyl P ro P ionate)and bifunctionalmaleimtdessuch 
asbis-N-maleimido-l,8-octane. Derivatizing agents such as methyl-S-Kp-azidophenyDdithiolpropiotm.date 
yield photoactivatable intermediates that are capable of forming crosslinks in the presence of l.ght 
Alternatively, reactive water-insolub.e matrices such as cyanogen bromide-activated carbohydrates and the 
reactivesubstrates described in U.S. Patent No, 3,969,287; 3,691,016; 4,195,128; 4,247,642; 4,229,537; and 

4 330,440 are employed for protein immobilization. 

Other modifications include deamidation of glutaminyl and asparaginyl residues to the 
corresponding glutamyl and asparty. resid U es,respective.y,hydroxy.ation of proline and lysine, phosphorylation 
of hydroxyl groups of seryl or threonyl residues, methy lation of the a-amino groups of lysine, argm.ne, and 
histidineside chains [T.E. Creighton,Prn,ri^ SirucMgand Molecular Properties, W.H. Freeman & Co., San 
Francisco, PP . 79-86 (1983)], acetylation of theN-terminal amine, and amidation of any C-terminal carboxyl 
oroup The modified forms of the residues fall within the scope of the present invention. 

Another type of covalent modification of the A P o-2 ligand polypeptide included w.thm the 
scope of this invention comprises altering the native glycosylation pattern of the polypeptide. "Altering the 
native g ,ycosylatioh P attem"is intendedforpurposeshereinto mean deletingone or more carbohydratemo.et*s 
found in native Apo-2 ligand, and/or adding one or more glycosylation sites that are not present in the natrve 
Apo-2 ligand. 

Glycosylate polypeptides is typically eitherN-linked or O linked. N-linked refers to the 
attachment of the carbohydrate moiety to the side chain of an asparagine residue. The tripeptide sequences 
asparagine-X-serineand asparagine-X-threoni„e,where X is any amino acid except proline, are the recognttron 
sequences for enzymatic attachment of the carbohydratemoiety to the asparagine side chain. Thus, the presence 
of either of these tripeptide sequences in a polypeptide creates a potential glycosylation site. O-hnked 
g,ycosylation refers to the attachment of one of the sugars N-aceylgalactosamine, galactose, or xylose to a 
30 hydroxylaminoacid, most commonly serine or threonine, although 5-hydroxy P roline or 5-hydroxylysine may 
also be used. 

Addition of glycosylation sites to the Apo-2 ligand polypeptide may be accomphshed by 
aheringthe amino acid sequence such that it contains one or more of the above-described tripeptide sequences 
(forN-linked glycosylation sites). The alteration may also be made by the addition of, or substitution by, one 
or more serine or threonine residues to the native Apo-2 ligand sequence (for O-linked g.ycosylation sttes). The 
Apo-2 ligand amino acid sequence may optionally be altered through changes at the DN A level, particularly by 
mutatingthe DMA encodingthe Apo-2 ligand polypeptide at preselected bases such that codons are generated 
that will translate into the desired amino acid, The DNA mutation(s) may be made using methods descnbed 
above and in U.S. Pat. No. 5,364,934, suds. 



25 



35 



-20- 



1SDOCID-. <WO 9936S3SA1 _l_> 



WO 99/36535 PCT/US99/01039 

Another means of increasing the number of carbohydrate moieties on the Apo-2 ligand 

polypeptide is by chemical or enzymatic coupling of glycosidesto the polypeptide. Depending on the coupling 
mode used, the sugar(s) may be attached to (a) arginine and histidine, (b) free carboxyj groups, (c) free 
sulfhydryl groups such as those of cysteine, (d) free hydroxy] groups such as those of serine, threonine, or 
5 hydroxyproline,(e) aromatic residues such as those of phenylalanine, tyrosine, or tryptophan, or (f) the amide 
group of glutamine. These methods are described in WO 87/05330 published 1 1 September 1987, and in Aplin 
and Wriston T CRC Crit. Rev. Biochem.. pp. 259-306 (1981). 

Removal of carbohydrate moieties present on the Apo-2 ligand polypeptide may be 
accomplished chemically or enzymalically. For instance, chemical deglycosylationby exposing the polypeptide 

10 to the compound trifluoromethanesulfonic acid, or an equivalent compound can result in the cleavage of most 
or all sugars except the linking sugar (N-acetylglucosamine or N-acetylgalactosamine), while leaving the 
polypeptide intact. Chemical deglycosylation is described by Hakimuddin, et al., Arch. Biochem. Biophvs.. 
25£:52 (1987) and by Edge et ah, Anal. Biochem. . 1 18 :131 (1981). Enzymatic cleavage of carbohydrate 
moieties on polypeptides can be achieved by the use of a variety of endo- and exo-glycosidases as described by 

15 Thotakura et al., Meth. EnzvmoL 138 :350 (1987). 

Glycosylationat potential glycosylation sites may be prevented by the use of the compound 
runicamycinas described by Duskin et al.. J. Biol. Chem. . 257 :3105 (1982). Tunicamycin blocks the formation 
of protein-N-glycoside linkages. 

Another type of covalent modification of Apo-2 ligand comprises linking the Apo-2 ligand 

20 polypeptide to one of a variety of nonproteinaceouspolymers, e.g. y polyethylene glycol, polypropylene glycol, 
or po!yoxya1kylenes,in the manner set forth, for instance, in U.S. Patent Nos. 4,640,835;4,496,689; 4,301,144; 
4 ,670,4 1 7 ; 4,79 1 , 1 92 or 4 , 1 79,337. 

8. Epitope-tagged Apo-2 Ligand 

The present invention also provides chimeric polypeptides comprising Apo-2 ligand fused to 

25 another, heterologouspolypeptide. In one embodiment, the chimeric polypeptide comprises a fusion of the Apo 
2 ligand with a tag polypeptide which provides an epitope to which an anti-tag antibody can selectively bind. 
The epitope tag is generally placed at the amino- or carboxyl- terminus of the Apo-2 ligand. The presence of 
such epitope-tagged forms of the Apo-2 ligand can be detected using an antibody against the tag polypeptide. 
Also, provision of the epitope tag enables the Apo-2 ligand to be readily purified by affinity purification using 

30 an anti-tag antibody or another type of affinity matrix that binds to the epitope tag. 

Various tag polypeptides and their respective antibodies are well known in the art. Examples 
include the flu HA tag polypeptide and its antibody 12CA5 [Field et aL Mol. Cell. Biol., 8:2159-2165 (1988)]; 
the c-myc tag and the 8F9, 3C7, 6E10, G4, B7 and 9E10 antibodies thereto [Evan et al.. Molecular and Cellular 
Biology. £:36 10-36 16 (1985)]; and the Herpes Simplex virus glycoprotein D (gD) tag and its antibody 

35 [Paborsky et al., Protein Engineering . 3(6):547-553 (1 990)]. Other tag polypeptides include the Flag-peptide 
[Hopp et al.. BioTechnologv . 6: 1 204- 1210 (198 8)]; the KT3 epitope peptide [Martin et al.. Science. 255:192- 
1 94 ( 1 992)]; an cc-tubulin epitope peptide [Skinner et al., J. Biol. Chem. . 266 : 1 5 1 63- 1 5 1 66 ( 1 99 1 )]; and the T7 
gene 10 protein peptide tag [Lutz-Fre vermuth et al.. Proc. Natl. Acad. Sci. USA . 87:6393-6397 (1990)]. Once 
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the tag polypeptide has been selected, an antibody thereto can be generated using the techniques disclosed 
herein. 

Generally, epitope-tagged Apo-2 ligand may be constructed and produced according to the 
methods described above for native and variant Apo-2 ligand. Apo-2 ligand-tag polypeptide fusions are 
5 preferably constructed by fusing the cDNA sequence encoding the Apo-2 ligand portion in-frame to the tag 
polypeptide DNA sequence and expressing the resultant DNA fusion construct in appropriate host cells! 
Ordinarily, when preparing the Apo-2 ligand-tag polypeptide chimeras of the present invention, nucleic acid 
encoding the Apo-2 ligand will be fused at its 3' end to nucleic acid encoding the N-terminus of the tag 
polypeptide, however 5' fusions are also possible. Examples of epitope-tagged Apo-2 ligand are described in 
10 further detail in Example 2 below. 

Epitope-tagged Apo-2 ligand can be purified by affinity chromatography using the anti-tag 
antibody. The matrix to which the affinity antibody is attached may include, for instance, agarose, controlled 
pore glass or poly(styrenedivinyl)benzene). The epitope-tagged Apo-2 ligand can then be eluted from the 
affinity column using techniques known in the art. 
•5 B. Therapeutic Uses for Apo-2 T ipanfl 

Apo-2 ligand, as disclosed in the present speciflcation.can be employed therapeutically. Tor 
instance, Apo-2 ligand can be used to induce apoptosis in mammalian cancer cells. Generally, the methods for 
inducing apoptosis in mammalian cancer cells comprise exposing the cells to an effective amount of Apo-2 
ligand. This can be accomplished in vivo or ex vivo in accordance, for instance, with the methods described 
below and in the Examples. It is contemplated that the methods for inducing apoptosis can be employed in 
therapies for particular pathological conditions which are characterized by decreased levels of apoptosis. 
Examples of such pathological conditions include autoimmune disorders like lupus and immune-mediated 
glomerular nephritis, and cancer. Therapeutic application of Apo-2 ligand for the treatment of cancer is 
described in detail below. 

In the methods for treating cancer, Apo-2 ligand is administered to a mammal diagnosed as 
having cancer. It is of course contemplated that the Apo-2 ligand can be employed in combination with still 
other therapeutic compositions and techniques, incluaing other apoptosis-inducing agents, chemotherapy, 
radiation therapy, and surgery. 

The Apo-2 ligand is preferably administeredto the mammal in a carrier. Suitable carriersand 
their formulations are described in Pemington'sPh«rmar W ,>,V B lgr; M ^ 16t h ed., 1980, Mack Publishing Co., 
edited by Oslo et al. Typically, an appropriate amount of a pharmaceutically-acceptabie salt is used in the 
formulation to render the formulation isotonic. Examples of the pharmaceutically-acceptabie carrier include 
saline, Ringer's solution and dextrose solution. The pH of the solution is preferably from about 5 to about 8, 
and more preferably from about 7.4 to about 7.8. It will be apparent to those persons skilled in the art thai 
certain carriers may be more preferable depending upon, for instance, the route of administration and 
concentration of Apo-2 ligand being administered. 

The Apo-2 ligand can be administered to the mammal by injection (e.g., intravenous, 
intraperitoneal, subcutaneous, intramuscular), or by other methods such as infusion that ensure its delivery to 
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the bloodstream in an effective form (see, e.g., Figure 1 5). It is also contemplated that the Apo-2 ligand can be 

administered by in vivo or ex vivo gene therapy. 

Effective dosages and schedules for administering Apo-2 ligand may be determined 
empirically, and making such determinations is within the skill in the art. It is presently believed that an 
effective dosage or amount of Apo-2 ligand used alone may range from about 1 pg/kg to about 100 mg/kg of 
body weight or more per day. Interspecies scaling of dosages can be performed in a manner known in the art, 
e.g. . as disclosed in Mordentiet al., Pharmaceut. Res.. 8:1351 (1991). Those skilled in the art will understand 
that the dosage of Apo-2 ligand that must be administered will vary depending on, for example, the mammal 
which will receive the Apo-2 ligand, the route of administration,and other drugs or therapies being administered 
to the mammal. 

The one or more other therapies administeredto the mammal may include but are not limited 
to, chemotherapy and/or radiation therapy, immunoadjuvants, cytokines, and antibody-based therapies. 
Examples include interleukins (e.g., IL-1, 1L-2, 1L-3, IL-6), leukemia inhibitory factor, interferons, TGF-beta, 
erythropoietin, thrombopoietin, anti-VEGF antibody and HER-2 antibody. Other agents known to induce 
apoptosis in mammalian cells may also be employed, and such agents include TNF-a, TNF-p (lymphotoxin-a), 
CD30 ligand, 4- 1 BB ligand, and Apo- 1 ligand. 

Chemotherapies contemplated by the invention include chemical substances or drugs which 
are known in the art and are commercially available, such as Doxorubicin, 5-Fluorouracil ("5-FIT), etoposide, 
camptothecin,Leucovorin,Cytosine arabinoside.CAra-C"), Cyclophosphamide, Thiotepa, Busulfan, Cytoxin, 
Taxol, Methotrexate,Cisplatin,Melphalan, Vinblastine and Carboplatin. Preparation and dosing schedules for 
such chemotherapy may be used according to manufacturers' instructions or as determined empirically by the 
skilled practitioner. Preparation and dosing schedules for such chemotherapy are also described in 
Chemotherapy Service Ed., M.C. Perry, Williams & Wilkins, Baltimore, MD (1992). 

The chemotherapy is preferably administered in a pharmaceutical ly-acceptable carrier, such 
as those described above for Apo-2 ligand. The mode of administration of the chemotherapy may be the same 
as employed for the Apo-2 ligand or it may be administeredto the mammal via a different mode. For example, 
the Apo-2 ligand may be injected while the chemotherapy is administered orally to the mammal. Modes of 
administeringchemotherapyin combination with Apo-2 ligand are described in further detail in Examples 9-12 
below. 

Radiation therapy can be administered to the mammal according to protocols commonly 
employed in the art and known to the skilled artisan. Such therapy may include cesium, iridium, iodine, or 
cobalt radiation. The radiation therapy may be whole body irradiation, or may be directed locally to a specific 
site or tissue in or on the body. Typically, radiation therapy is administered in pulses over a period of time from 
about 1 to about 2 weeks. The radiation therapy may, however, be administered over longer periods of time. 
Optionally, the radiation therapy may be administered as a single dose or as multiple, sequential doses. 

The Apo-2 ligand and one or more other therapies may be administered to the mammal 
concurrently or sequentially. Following administration of Apo-2 ligand and one or more other therapies to the 
mammal, the mammal's cancer and physiological condition can be monitored in various ways well known to 
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the skilled practitioner. For instance, tumor mass may be observed physically, by biopsy or by standard x-ray 

imaging techniques. 

It is contemplated that Apo-2 h'gand can be employed to treat cancer cells ex vivo. Such ex 
vivo treatment may be useful in bone marrow transplantation and particularly, autologous bone marrow 
5 transplantation. For instance, treatment of cells or tissue(s) containing cancer cells with Apo-2 ligand, and 
optionally, with one or more other therapies, such as described above, can be employed to induce apoptosis and 
substantially deplete the cancer cells prior to transplantation in a recipient mammal. 

Cells or tissue(s) containing cancer cells are first obtained from a donor mammal. The cells 
or tissue(s)may be obtained surgically and preferably, are obtained aseptically. In the method of treating bone 
10 marrow for transplantation, bone marrow is obtained from the mammal by needle aspiration. The cells or 
tissue(s) containing cancer cells are then treated with Apo-2 ligand, and optionally, with one or more other 
therapies, such as described above. Bone marrow is preferably fractionatedto obtain a mononuclearcell fraction 
(such as by centrifugation over fkoll-hypaque gradient) prior to treatment with Apo-2 ligand. 

The treated cells or tissue(s)can then be infused or transplanted into a recipientmammal. The 
15 recipient mammal may be the same individual as the donor mammal or may be another, heterologous mammal. 
For an autologous bone marrow transplant, the mammal is treated prior to the transplant with an effective dose 
of radiation or chemotherapy as known in the art and described for example, in Autologous Rone Marrow 
Transplantation: Proceedings of the Third Intematirmal S vmposinm Dickeet al., eds., University of Texas M.D. 
Anderson Hospital and Tumor Institute (1987). 
20 C. Non-Therapeutic Uses for Apo-2 l.i> «^ 

The Apo-2 ligand of the invention also has utility in non-therapeutic applications. Nucleic 
acid sequences encoding the Apo-2 ligand may be used as a diagnostic for tissue-specific typing. For example, 
procedures like in situ hybridization, Northern and Southern blotting, and PCR analysis may be used to 
determine whether DNA and/or RNA encoding Apo-2 ligand is present in the cell type(s) being evaluated. Apo- 
25 2 ligand nucleic acid will also be useful for the preparation of Apo-2 polypeptide by the recombinant techniques 
described herein. 

The isolated Apo-2 ligand may be used in quantitative diagnostic assays as a control against 
which samples containing unknown quantities of Apo-2 ligand may be prepared. Apo-2 ligand preparations are 
also useful in generating antibodies, as standards in assays for Apo-2 ligand (e.g., by labeling Apo-2 ligand for 

30 use as a standard in a radioimmunoassay, radioreceptor assay, or enzyme-linked immunoassay), in affinity 
purification techniques for example, in identifying or in isolating a receptor thai binds Apo-2 ligand, and in 
competitive-type receptor binding assays when labeled with, for instance, radioiodine.enzymes.orfluorophores. 

Nucleic acids which encode Apo-2 ligand can also be used to generate either transgenic 
animals or "knockout" animals which, in mm, are useful in the development and screening of therapeutically 

35 useful reagents. A transgenic animal (e.g., a mouse or rat) is an animal having cells that contain a transgene, 
which transgene was introduced into the animal or an ancestor of the animal at a prenatal, e.g., an embryonic 
stage. A transgene is a DNA which is integrated into the genome of a cell from which a transgenic animal 
develops. In one embodiment, cDNA encoding Apo-2 ligand or an appropriate sequence thereof can be used 
to clone genomic DNA encoding Apo-2 ligand in accordance with established techniques and the genomic 
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sequences used to generate transgenic animals that contain cells which express DNA encoding Apo-2 ligand. 

Methods for generating transgenic animals, particularly animals such as mice or rats, have become conventional 

in the art and are described, for example, in U.S. Patent Nos. 4,736,866 and 4,870,009. Typically, particular 

cells would be targeted for Apo-2 ligand transgene incorporation with tissue-specific enhancers. Transgenic 

animals that include a copy of a transgene encoding Apo-2 ligand introduced into the germ line of the animal 

i 

at an embryonic stage can be used to examine the effect of increased expression of DNA encoding Apo-2 ligand. 

Alternatively, non-human homologues of Apo-2 ligand can be used to construct a Apo-2 
ligand "knock out" animal which has a defective or altered gene encoding Apo-2 ligand as a result of 
homologous recombination between the endogenous gene encoding Apo-2 ligand and altered genomic DNA 
encoding Apo-2 ligand introduced into an embryonic cell of the animal. For example, cDNA encoding Apo-2 
ligand can be used to clone genomic DNA encoding Apo-2 ligand in accordance with established techniques. 
A portion of the genomic DNA encoding Apo-2 ligand can be deleted or replaced with another gene, such as 
a gene encoding a selectable marker which can be used to monitor integration. Typically, several kilobases of 
unaltered flanking DNA (both at the 5' and 3' ends) are included in the vector [see e.g., Thomas and Capecchi, 
Cell. 51:503 (1987) for a description of homologous recombination vectors]. The vector is introduced into an 
embryonic stem cell line (e.g., by electroporation) and cells in which the introduced DNA has homologously 
recombined with the endogenous DNA are selected [see e.g., Li et al., Cell, 69:91 5 (1992)]. The selected cells 
are then injected into a blastocyst of an animal (e.g., a mouse or rat) to form aggregation chimeras [see e.g., 
Bradley, in Terotocarcinomas and Embryonic Stem Cells: A Practical Approach^ E. J. Robertson, ed. (1RL, 
Oxford, 1987), pp. 1 13-152]. A chimeric embryo can then be implanted into a suitable pseudopregnant female 
foster animal and the embryo brought to term to create a "knock out" animal; Progeny harboring the 
homologously recombined DNA in their germ cells can be identified by standard techniques and used to breed 
animals in which all cells of the animal contain the homologously recombined DNA. Knockout animals can 
be characterized for instance, for their ability to defend against certain pathological conditions and for their 
development of pathological conditions due to absence of the Apo-2 ligand polypeptide. 
D. Anti-Apo-2 Ligand Antibody Preparation 

The present invention further provides anti-Apo-2 antibodies. Antibodies against Apo-2 
ligand may be prepared as follows. Exemplary antibodies include polyclonal, monoclonal, humanized, 
bispecific, and heteroconjugate antibodies. 

1. Polyclonal Antibodies 

The Apo-2 ligand antibodies may comprise polyclonal antibodies. Methods of preparing 
polyclonal antibodies are known to the skilled artisan. Polyclonal antibodies can be raised in a mammal, for 
example, by one or more injections of an immunizing agent and, if desired, an adjuvant. Typically, the 
immunizing agent and/or adjuvant will be injected in the mammal by multiple subcutaneous or intraperitoneal 
injections. The immunizing agent may include the Apo-2 ligand polypeptide or a fusion protein thereof. . It may 
be useful to conjugate the immunizing agent to a protein known to be immunogenic in the mammal being 
immunized. Examples of such immunogenic proteins which may be employed include but are not limited to 
keyhole limpet hemocyanin, serum albumin, bovine thyroglobulin, and soybean trypsin inhibitor. An 
aggregating agent such as alum may also be employed to enhance the mammal's immune response. Examples 
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After the desired hybridoma cells are identified, the clones may be subcloned by limiting 

dilution procedures and grown by standard methods [Goding, supra] . Suitable culture media for this purpose 

include, for example, Dulbecco's Modified Eagle's Medium and RPMI-1640 medium. Alternatively, the 

hybridoma cells may be grown in vivo as ascites in a mammal. 

5 The monoclonal antibodies secreted by the subclones may be isolated or purified from the 

culture medium or ascites fluid by conventional immunoglobulin purification procedures such as, for example, 
protein A-Sepharose,hydroxy1apatitechromatography,gel electrophoresis,dialysis,or affinity chromatography. 

In one embodiment of the invention, the monoclonal antibodies may include the 1D1, 2G6, 
2E1 1, or 5C2 antibodies described herein and in the Examples below. The monoclonal antibodies may also 

10 include antibodies having the same biological characteristics as the 1D1, 2G6, 2E11, or 5C2 monoclonal 
antibodies secreted by the hybridoma cell lines deposited under American Type Culture Collection Accession 
Nos.ATCCHB-12256,HB-12257,HB-12258,orHB-12259,respective!y. The term "biological characteristics" 
is used to refer to the in vitro and/or in vivo activities of the monoclonal antibody, e.g., ability to substantially 
reduce or inhibit Apo-2 ligand-induced apoptosis or substantially reduce or block binding of Apo-2 ligand to 

15 its receptor. The antibody preferably binds to the same epitope as, or to substantially the same epitope as, the 
1D1,2G6,2E1 l,or5C2 antibodies disclosed herein. This can be determined by conducting assays described 

herein and in the Examples. 

The monoclonal antibodies may also be made by recombinant DMA methods, such as those 
described in U.S. Patent Wo. 4,816,567. DNA encoding the monoclonal antibodies of the invention can be 

20 readily isolated and sequenced using conventional procedures (e.g., by using oligonucleotide probes that are 
capable of binding specifically to genes encoding the heavy and light chains of murine antibodies). The 
hybridoma cells of the invention serve as a preferred source of such DNA. Once isolated, the DNA may be 
placed into expression vectors, which are then rransfected into host cells such as simian COS cells, Chinese 
hamster ovary (CHO) cells, or myeloma cells that do not otherwise produce immunoglobulin protein, to obtain 

25 the synthesis of monoclonal antibodies in the recombinant host cells. The DNA also may be modified, for 
example, by substituting the coding sequence for human heavy and light chain constant domains in place of the 
homologous murine sequences [U.S. Patent No. 4,816,567; Morrison et al., supra] or by covalently joining to 
the immunoglobulin coding sequence all or part of the coding sequence for a non-immunoglobulinpolypeptide. 
Such a non-immunoglobulin polypeptide can be substituted for the constant domains of an antibody of the 

30 invention, or can be substituted for the variable domains of one antigen-combining site of an antibody of the 
invention to create a chimeric bivalent antibody. 

The antibodies may be monovalent antibodies. Methods for preparing monovalent antibodies 
are well known in the art For example, one method involves recombinant expression of immunoglobulin light 
chain and modified heavy chain. The heavy chain is truncated generally at any point in the Fc region so as to 

35 prevent heavy chain crosslinking. Alternatively, the relevant cysteine residues are substituted with another 
amino acid residue or are deleted so as to prevent crosslinking. 

In vitro methods are also suitable for preparing monovalent antibodies. Digestion of 
antibodies to produce fragments thereof, particularly, Fab fragments, can be accomplished using routine 
techniques known in the art. For instance, digestion can be performed using papain. Examples of papain 
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d^SS^fSscribed in WO 94/29348 published 1 2/22/94 and U.S. Patent No. 4,342,566. Papain digestion 
of antibodies typically produces two identical antigen binding fragments, called Fab fragments, each with a 
single antigen binding site, and a residua. Fc fragment. Pepsin treatment yields an F(ab') 2 fragment that has two 
antioen combining sites and is still capable of cross-linking antigen. 
5 The Fab fragments produced in the antibody digestion also contain the constant domains of 

the light chain and the first constant domain (CH,) of the heavy chain. Fab' fragments differ from Fab 
fracmlntsby the addition of a few residues at the carboxy terminus of the heavy chain CH, domain includmg 
one or more cysteines from the antibody hinge region. Fab'-SH is the designation herein for Fab' in which the 
cysteine residue(s) of the constant domains bear a free thiol group. F(ab') 2 antibody fragments originally were 
10 produced as pairs of Fab' fragments which have hinge cysteines between them. Other chemical couphngs of 

antibody fragments are also known. 

3. Humanized A"t'PQ° ie S 

The Apo-2 ligand antibodies of the invention may further comprise humanized antibodies or 
human antibodies. Humanized forms of non-human (e.g., murine) antibodies are chimeric immunoglobulins, 
immunoglobulin chains or fragments thereof (such as Fv, Fab, Fab', F(ab') 2 or other antigen-bind.ng 
subsequences of antibodies) which contain minimal sequence derived from non-human immunog.obuhn. 
Humanized antibodies include human immunoglobulins (recipient antibody) in which residues from a 
complementarity determining region (CDR) of the recipient are replaced by residues from a CDR of a non- 
human species . Monor antibody)such as mouse, rat or rabbit having the desired specificity,aff,nity and capaoty. 
) ,„ some instances, Fv framework residues of the human immunoglobulin are replaced by corresponding non- 
human residues. Humanized antibodies may also comprise residues which are found neither in the recp.en. 
antibody nor in the imported CDR or framework sequences. In general, the humanized antibody will compnse 
substantial.ya.1 of at least one, and typically two, variable domains, in which all or substantially all of the CDR 
regionscorrespond ic those of a non-human immunoglobulin and all or substantially all of the FR regions arc 
:5 those of a human immunoglobulin consensus sequence. The humanized antibody optimally also wil. compnse 
atleastaportionofanimmunog.obu.inconstantregion(Fc),rvpicaUythatofahumanimmunog.obuhn[ J ones 

etal.,*^ 221:522-525 (^^ 

BjoL 2:593-596 (1992)]. 

Methods for humanizing non-human antibodies are well known in the art. Generally, a 

30 humanized antibody has one or more amino acid residues introduced into it from a source which is non-hut,*.. 

These non-human amino acid residues are often referred to as "import" residues, which are typically take, rot. 

an "import'' variable domain. Human ization can be essentially performed following the method of Win,* and 

co-workers [Jones et a.., mm, 221-522-525 (1 986); Riechmann et a.., N^, 222:323-327(1 988), Verhoeyen 

etal Science 222: 1534- 1536 (1988)] and the method of Queen et al., Pror Natl Acad, Scj, , 86:10029-10033 

35 (1989) using computer modeling, by substituting rodent CDRs or CDR sequences for the conespondmg 

sequences of a human antibody. Accordingly, such "humanized" antibodiesare chimeric antibodies(U.S. Patent 

No 4 816 567), wherein substantially less than an intact human variable domain has been substituted by the 

corresponding sequence from a non-human species. In practice, humanized antibodies are typically human 
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antibodies in which some CDR residues and possibly some FR residues are substituted by residues from 

analogous sites in rodent antibodies. 

The choice of human variable domains, both light and heavy, to be used in making the 
humanized antibodies is important in order to reduce antigenicity. According to the "best-fit" method, the 

5 sequence of the variable domain of a rodent antibody is screened against the entire library of known human 
variable domain sequences. The human sequence which is closest to that of the rodent is then accepted as the 
human framework (FR) for the humanized antibody [Sims et a!., J. Immunol.. 151 :2296 (1993); Chothia and 
1 .esk T J Mol. Biol. . 196 :901 (1987)]. Anothermethod uses a particular framework derived from the consensus 
sequence of all human antibodies of a particular subgroup of light or heavy chains. The same framework may 

10 be used for several different humanized antibodies [Carter et al., Proc. Natl. Acad. Sci. USA . 8£:4285 (1992); 
Presta et al., J. Immunol . 111:2623 (1993)]. 

It is further important that antibodies be humanized with retention of high affinity for the 
antigen and other favorable biological properties. To achieve this goal, according to a preferred method, 
humanized antibodies are prepared by a process of analysis of the parental sequences and various conceptual 

15 humanized products using three dimensional models of the parental and humanized sequences. Three 
dimensional immunoglobulin models are commonly available and are familiar to those skilled in the art. 
Computer programs are available which illustrate and display probable three-dimensional conformational 
structures of selected candidate immunoglobulin sequences. Inspection of these displays permits analysis of 
the likelv role of the residues in the functioning of the candidate immunoglobulin sequence, i.e., Oie analysis 

20 of residues that influence the ability of the candidate immunoglobulin to bind its antigen. In this way, FR 
residues can be selected and combined from the consensus and import sequence so that the desired antibody 
characteristic, such as increased affinity for the target antigen(s), is achieved. In general, the CDR residues are 
directly and most substantially involved in influencing antigen binding [see, WO 94/04679 published 3 March 
1994]. 

25 Transgenic animals (e.g., mice) that are capable, upon immunization, of producing a full 

repertoire of human antibodies in the absence of endogenous immunoglobulin production can be employed. 
For example, it has been described that the homozygous deletion of the antibody heavy chain joining region (J H ) 
gene in chimeric and germ-line mutant mice results in complete inhibition of endogenous antibody production. 
Transfer of the human germ-line immunoglobulin gene array in such germ-line mutant mice will result in the 

30 production of human antibodies upon antigen challenge [see, e.g., Jakobovitset al., Proc.^atl. Acad. Sci. USA, 
£0:2551-255 (1993); Jakobovitset al.. Nature. 362:255-258 (1993V. Bruggemann et al., Year in Immuno.. 7:33 
(1993)]. Human antibodies can also be produced in phage display libraries [Hoogenboom and Winter, J, Mol, 
Biol: 227:381 (iQQi); Markset al., J. Mol. Biol. . 222 :581 (1991)]. The techniques of Cole et al. and Boerner 
et al. are also available for the preparation of human monoclonal antibodies (Cole et al., Monoclonal Antibodies 

35 and Cancer Therapy. Alan R. Liss, p. 77 (1985) and Boerner et al., J. Immunol.. 147(1):86-95 (1991)]. 

4. Bisnecific Antibodies 

Bispecific antibodies are monoclonal, preferably human or humanized, antibodies that have 
binding specificities for at least two different antigens. In the present case, one of the binding specificities is 
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for the Apo-2 ligand.the other one is for any other antigen, and preferably for a cell-surface protein or receptor 
or receptor subunit. 

Methods for making bispecific antibodiesare known in the art. Traditionally, the recombinant 
production of bispeciflc antibodies is based on the co-expression of two immunoglobulin heavy-chain/light- 
5 chain pairs, where the two heavy chains have different specificities [Milstein and Cuello, Mature, 301:537-539 
(1983)]. Because of the random assortment of immunoglobulin heavy and light chains, these hybridomas 
(quadromas)produce a potential mixture often differentaniibody molecules, of which only one has the correct 
bispecific structure. The purification of the correct molecule is usually accomplished by affinity 
chromatography steps. Similar procedures are disclosed in WO 93/08829, published 13 May 1993, and in 
0 Traunecker et al., 04101,10:3655-3659 (1991). 

According to a different and more preferred approach, antibody variable domains with the 
desired binding specif 1 cities(antibody-antigen combining sites) are fused to immunoglobulin constant domain 
sequences. The fusion preferably is with an immunoglobulinheavy-chain constant domain, comprising at least 
part of the hinge, CH2, and CH3 regions. It is preferred to have the first heavy-chain constant region (CHI) 
5 containing the site necessary for light-chain binding present in at least one of the fusions. DMAs encoding the 
immunoglobulinheavy-chain fusions and, if desired, the immunoglobulinlight chain, are inserted into separate 
expression vectors, and are co-transfected into a suitable host organism. This provides for great flexibility in 
adjusting the mutual proportions of the three polypeptide fragments in embodiments when unequal ratios of the 
three polypeptide chains used in the construction provide the optimum yields. It is, however... possible to insert 
20 the coding sequences for two or all three polypeptide chains in one expression vector when the expression of 
at least two polypeptide chains in equal ratios results in high yields or when the ratios are of no particular 
significance. In a preferred embodiment of this approach, the bispecific antibodies are composed of a hybrid 
immunoglobulinheavy chain with a first binding specificity in one arm, and a hybrid immunoglobulin heavy- 
chain/light-chain pair (providing a second binding specificity) in the other arm. It was fcuid that this 
25 asymmetric structure facilitates the separation of the desired bispecific compound from unwanted 
.immunoglobulin chain combinations, as the presence of an immunoglobulin light chain ir. only one half of the 
bispecific molecule provides for a facile way of separation. This approach is disclosed in WO 94/04690 
published 3 March 1994. For further details of generating bispecific antibodies see, for example, Suresh et al., 

Methods in EnTvmologv. 121:210 (1986). 

30 - 5. Heterocon inpate Antibodies 

Heteroconjugate antibodies are also within the scope of the present invention. 
Heteroconjugate antibodies are composed of two covalently joined antibodies. Such antibodies have, for 
example, been proposed to target immune system cells to unwanted cells [US Patent No. 4,676,980], and for 
treatmentofHlVinfection[WO91/00360;WO92^00373;EP03089]. It is contemplated that the antibodies 

35 may be prepared in vitro using known methods in synthetic protein chemistry, including those involving 
crosslinkingagents. For example, immunotoxinsmay be constructed using a disulfide exchange reaction or by 
forming a thioether bond. Examples of suitable reagents for this purpose include iminothiolate and methyl-4- 
mercaptobutyrimidate and those disclosed, for example, in U.S. Pat. No. 4,676,980. 
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E. Uses of Apo-2 Ligand Antibodies 

Apo-2 ligand antibodies may be used in diagnostic assays for Apo-2 ligand, e.g., detecting 
its expression in specific cells, tissues, or serum. Various diagnostic assay techniques known in the art may be 
used, such as competitive binding assays, direct or indirect sandwich assays and imrnunoprecipitation assays 
conducted in either heterogeneous or homogeneous phases [Zola, Monoclonal Antibo dies: A Manual of 
Techniques. CRC Press, Inc. (1987) pp. 147-158]. The antibodies used in the diagnostic assays can be labeled 
with a detectable moiety. The detectable moiety should be capable of producing, either directly or indirectly, 
a detectable signal. For example, the detectable moiety may be a radioisotope, such as J H, '^C, ^P, JJ S, or 
125 1, a fluorescent or chemiluminescentcompound,such as fluorescein isothiocyanate, rhodamine, or luciferin, 
or an enzyme, such as alkaline phosphatase, beta-galactosidaseor horseradish peroxidase. Any method known 
in the art for conjugating the antibody to the detectable moiety may be employed, including those methods 
described by Hunter et al., Nature . 144:945 (1962); David et al., Biochemistry . 12:1014 (1974); Pain et al., JL 
Immunol. Meth. . 40:2 1 9 ( 1 98 1 ); and Nygren, J. Histochem . and Cvtochem.. 30:4 07 ( 1 982). 

Apo-2 ligand antibodies also are useful for the affinity purification of Apo-2 ligand from 
recombinant cell culture or natural sources. In this process, the antibodies against Apo-2 ligand are immobilized 
on a suitable support, such a Sephadex resin or filter paper, using methods well known in the art. The 
immobilized antibody then is contacted with a sample containing the Apo-2 ligand to be purified, and thereafter 
the support is washed with a suitable solvent that will remove substantially all the material in the sample except 
the Apo-2 ligand, which is bound to the immobilized antibody. Finally, the support is washed with another 
suitable solvent that will release the Apo-2 ligand from the antibody. Apo-2 ligand antibodies also are useful 
for the affinity purification of a solubilized Apo-2 receptor or for expression cloning of an Apo-2 receptor. 

The antibodiesdisclosedherein may also be employed as therapeutics. For instance, anti-Apo- 
2 ligand antibodies which block Apo-2 ligand activity (like Apo-2 ligand- induced apoptosis) may be employed 
io treat pathological conditions or diseases associated with increased apoptosis [see, Thompson, supra;]. 
F. Kits Containing Apo-2 Ligand or Apo-2 Lieand Antibodies 

In a further embodiment of the invention, there are provided articles of manufacture and kits 
containing Apo-2 ligand or Apo-2 ligand antibodies which can be used, for instance, for the therapeutic or non- 
therapeutic applications described above. The article of manufacture comprises a container with a label. 
Suitable containers include, for example, bottles, vials, and test tubes. The containers may be formed from 
a variety of materials such as glass or plastic. The container holds a composition which includes an active agent 
that is effective for therapeutic or non-therapeutic applications, such as described above. The active agent in 
the composition is Apo-2 ligand or an Apo-2 ligand antibody. The label on the container indicates that the 
composition is used for a specific therapy or non-therapeutic application, and may also indicate directions for 
either in vivo or in vitro use, such as those described above. 

The kit of the invention will typically comprise the container described above and one or more 
other containers comprising materials desirable from a commercial and user standpoint, including buffers, 
diluents, filters, needles, syringes, and package inserts with instructions for use. 

The following examples are offered for illustrative purposes only, and are not intended to limit 

the scope of the present invention in any way. 
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AH references cited in the present specification are hereby incorporated by reference in tne>r 

entirety. 

EXAMPLES 

All restriction enzymesreferred to in the exampleswere purchased from New England Biolabs 
5 and used accordingto manufacturer's instructions. All other commercially available reagents referred to in the 
exampleswere used according to manufacturer's instructions unless otherwise indicated. The source of those 
cells identified in the following examples.and throughout the specification^ ATCC accession numbers is the 

American Type Culture Collection, Manassas, Virginia. 

EXAMPLE 1 

JO Isolation of cDNA Clones Encoding Human Apo-2 Ligand 

To isolate a full-length cDN A for Apo-2 ligand, a lambda gtl 1 bacteriophagelibrary of human 
placental cDNA (about 1 x 10 6 clones) (HL10756, commercially available from Clontech) was screened by 
hybridization with synthetic oligonucleotide probes based on an EST sequence (GenBank locus HHEA47M), 
whichshowedsomedegreeofhomologytohumanFas/Apo-1 ligand. The EST sequence of HHEA47M is 390 

15 bp and when translated in its +3 frame, shows 16 identities to a 34 amino acid region of human Apo-1 ligand. 
The sequence of HHEA47M is as follows: 

GGGACCCCAATGACGAAGAGAGTATGAACAGCCCCTGCTGGCAAGTCAAGTGGCAACTCCGTC 
AGCTCGTTAGAAAGATGATTTTGAGAACCTCTGAGGAAACCATTTCTACAGTTCAAGAAAAGCA 
ACAAAATATTTCTCCCCTAGTGAGAGAAAGAGGTCCTCAGAGAGTAGCAGCTCACATAACTGG 
20 GACCAGAGGAAGAAGCAACACATTGTCTTCTCCAAACTCCAAGAATGAAAAGGCTCTGGGCCG 
CAAAATAAACTCCTGGGAATCATCAAGGAGTGGGCATTCATTCCTGAGCAACTTGCACTTGAGG 
AATGGTGAACTGGTCATCCATGAAAAAGGGTTTTACTACATCTATTCCCAAACATACTTTCGAT 

TTCAGGAGG 
SEQ ID NO:3 

25 A 60 bp oligonucleotide probe with the following sequence was employed in the screening: 
TGACGAAGAGAGTATGAACAGCCCCTGCTGGCAAGTCAAGTGGCAACTCCGTCAGCTCGT 

SEQ ID NO:4 

Hybridization was conducted overnight at room temperature in buffer containing20% formamide, 5X SSC, 1 0% 
dextran sulfate, 0.1% NaPiP0 4 , 0.05M NaP0 4 , 0.05 mg salmon sperm DNA, and 0.1% sodium dodecyl sulfate, 
30 followed by several washes at 42°C in 5X SSC, and then in 2X SSC. Twelve positive clones were identified 
in the cDNA library, and the positive clones were rescreened by hybridizationto a second 60 bp oligonucleotide 
probe (not overlapping the first probe) having the following sequence: 

GGTGAACTGGTCATCCATGAAAAAGGGTTTTACTACATCTATTCCCAAACATACTTTCGA 
SEQ ID NO:5 

35 Hybridization was conducted as described above. 

Four resulting positive clones were identified and amplified by polymerase chain reaction 
(PCR) using a primer based on the flanking 5' vector sequence and adding an external Clal restriction site and 
a primer based on the 3' flanking vector sequence and adding an external Hindlll restriction site. PCR products 
were gel purifiedand subcloned into pGEM-T(commerciallyavailable from Promega) by T-A ligation. Three 
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independent clones from different PCRs were then subjected to dideoxy DNA sequencing. DNA sequence 

analysis of these clones demonstrated that they were essentially identical, with some length variation at their 5* 
region. 

The nucleotide sequence of the coding region of Apo-2 ligand is shown in Figure 1A. 
5 Sequencing of the downstream 3* end region of one of the clones revealed a characteristic polyadenylation site 
(data not shown). The cDNA contained one long open reading frame with an initiation site assigned to the ATG 
codon at nucleotide positions 9 1-93. The surrounding sequence at this site is in reasonable agreement with the 
proposed sequence for initiation sites [Kozak. J. Cell. Biol. . 1 1 5:887-903 (1991)]. The open reading 

frame ends at the termination codon TAA at nucleotide positions 934-936. 
jo. The predicted mature amino acid sequence of human Apo-2 ligand contains 281 amino acids, 

and has a calculated molecular weight of approximately 32.5 kDa and an isoelectric point of approximately 7.63. 
There is no apparent signal sequence at the N-terminus, although hydropathy analysis (data not shown) indicated 
the presence of a hydrophobic region between residues 15 and 40. The absence of a signal sequence and the 
presence of an internal hydrophobic region suggests that Apo-2 ligand is a type 11 transmembrane protein. The 
15 putative cytoplasmic, transmembrane and extracellular regions are 14, 26 and 241 amino acids long, 
respectively. The putative transmembrane region is underlined in Fig. 1 A. A potential N-linked glycosylation 
site is located at residue 109 in the putative extracellular domain. 

An alignment (using the Align™ computer program) of the amino acid sequence of the C- 
terminal region of Apo-2 ligand with other known members of the TNF cytokine family showed that, within 
20 the C-terminal region, Apo-2 ligand exhibits 23.2% identity to Apo-1 ligand (Figure IB). The alignment 
analysis showed a lesser degree of identity with other TNF family members: CD40L (20.8%), LT-ot (20.2%), 
LT-P (19.6%),TNF-cc (19.0%), CD30L and CD27L (15.5%), OX-40L (14.3%), and 4-1BBL (13.7%). In the 
TNF cytokine family, residues within regions which are predicted to form P strands, based on the crystal 
structures of TNF-ct and LT«cc [Eck et a!., J. Bio. Chem. . 264:17595-17605 (1989); Eck et aL, J. Bio. Chern,, 
25 267:21 19-2122 (1992)], tend to be more highly conserved with other TNF family members than are residues 
in the predicted connecting loops. It was found that Apo-2 ligand exhibits greater homology to other TNF 
family members in its putative P strand regions, as compared to homology in the predicted connecting loops. 
Also, the loop connecting putative p strands, B and B\ is markedly longer in Apo-2 ligand. 

EXAMPLE 2 

30 Expression of Human Apo-2 Ligand 

A. Expression of Full-lenpth cDNA Fusion Con struct in 293 Cells 

A full-length Apo-2 ligand cDNA fused to a myc epitope tag was constructed as follows. The 

Apo-2 ligand cDNA insert was excised from the parental pGEM-T Apo-2 ligand plasmid (described in Example 

1) by digestion with Clal and Hindlll, and inserted into a pRK5 mammalian expression plasmid [Schall et aL, 
35 Cell. 6L361-370 (1990); Suva et al., Science . 237:893-896 (1987)), which was digested with the same 

restriction enzymes. A sequence encoding a 13 amino acid myc epitope tag 

Ser Met Glu Gin Lys Leu lie Ser Glu Glu Asp Leu Asn SEQ ID NO:6 
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[Evan et a!., Mot. Cell. Biol. . 5:3610-3616 (1985)] was then inserted between codon 281 and the stop codon 

(codon 282) at the 3* end of the Apo-2 ligand coding sequence by oligonucleotide directed mutagenesis [Zoller 
et al., Nucleic Acids Res. . 10:6487-6496 (1982)] to give plasmid pRK5 Apo-2 ligand-myc. 

The pRX5 Apo-2 ligand-myc plasmid was co-transfected into human 293 cells (ATCC CRL 
5 1 573) with a pRK5 plasmid carrying a neomycin resistance gene, by calcium phosphate precipitation. Stable 
clones expressing Apo-2 ligand-myc were selected by ability to grow in 50% HAM's F 1 2/50% DM EM (G1BCO) 
media in the presence of the antibiotic, G4 1 8 (0.5 mg/mL) (G1BCO). 

To investigate the topology of Apo-2 ligand, a G4 1 8-resistant clone was analyzed by FACS 
after stain ing with anti-myc monoclonal antibody (m Ab) clone 9E 1 0 [Evan et ah, supra : commercially available 
1 0 from Oncogene Science) followed by a phycoerythrin (PE)-conjugatedgoat anti-mouse antibody (commercially 
available from Jackson ImmunoResearch). The FACS analysis revealed a specific positive staining shift in the 
Apo-2 ligand-myc-transfected clone as compared to mock transfected cells (Fig. 1C), showing that Apo-2 
ligand is expressedat the cell-surface,with its carboxy terminus exposed. Accordingly,Apo-2 ligand is believed 
to be a type II transmembrane protein. 
15 R Ex pression of ECD Fusion Constructs in 293 Cells and Baculovirus 

Two soluble Apo-2 ligand extracellular domain ("ECD") fusion constructs were prepared, in 
which another sequence was fused upstream of the C-terminal region of Apo-2 ligand. 

In one construct, 27 amino acids of the herpes virus glycoprotein D ("gD") signal peptide 
[described in Lasky et al., DNA. 3:23-29 (1984); Pennica et al. Proc. Natl Acad. Scl. 92:1 142-1 146 (1995); 
20 Paborsky et al, Protein Engineering , 3:547-553 (1 990)] and epitope tag sequence 

Lys Tyr Ala Leu Ala Asp Ala Ser Leu Lys Met Ala Asp Pro Asn Arg Phe Arg Gly Lys Asp Leu Pro Val Leu 

Asp Gin 
SEQlDNO:7 

were fused upstream to codons 114-281 of Apo-2 ligand within a pRK5 mammalian expression plasmid. 

25 Briefly, the gD sequence was amplified from a parent plasmid, pCHAD (Genentech, prepared substantially as 
described in Lasky et al, Science . 233:209-212 (1986)), in a PCR in which the 3' primer was complementary 
to the 3' region of the gD sequence as well as to codons 1 14-121 of Apo-2 ligand. The product was used as a 
5* primer along with a 3' primer complementary to the 3' end of the Apo-2 ligand-codingregion in a subsequent 
PCR in which the pRK5 Apo-2 ligand plasmid was used as a template. The product, encoding the gD-Apo-2 

30 ligand ECD fusion was then subcloned into apRK5 plasmid to give the plasmid pRK5 gD-Apo-2 ligand ECD. 

Human embryonic kidney 293 cells (ATCC CRL 1573) were transiently transfected with the 
pRK5 gD-Apo-2 ligand ECD plasmid or with pRK5, by calcium phosphate precipitation. Expression of soluble 
gD-Apo-2 ligand protein was assessed by metabolic labeling of the transfected cells with 35 S-Cys and 35 S-Met 
Cell supernatantswere collected after 24 hours and cleared by centrifugation. For immunoprecipitation, 5 ml 

35 of supernatant were incubated with 5B6 anti-gD monoclonal antibody (Genentech) at 1 ^g/ml overnightat4°C. 
Then, 25 iA Pansorbin (Sigma) was added for another 1 hour at 4°C. The rubes were spun, the pellets were 
washed in PBS and boiled for 5 minutes in SDS sample buffer. The boiled samples were spun again, and the 
supernatants were subjected to SDS-PAGE and autoradiography. 
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Immunoprecipitationwith anti-gD antibody revealed three predominant protein bands in the 

supernatants of cells transfected with the gD-Apo-2 Hgand plasmid (Fig. IE). These bands migrated with 
relative molecular masses (A^r) of 23,48 and 74 kDa. The calculated molecular weight of the mature gD-Apo-2 
polypeptide is approximately 22.5 kDa; hence, the observed bands may represent monomeric (23 kDa), dimeric 
5 (48 kDa) and trimeric (74 kDa) forms of the fusion protein, and indicate that Apo-2 ligand can be expressed as 
a secreted soluble gD fusion protein in mammalian cells. 

In a second construct, a Met Gly His 10 sequence (derived from the plasmid pET19B, 
Novagen), followed by a 12 amino acid enterokinase cleavage site 

Met Gly His His His His His His His His His His Ser Ser Gly His lie Asp Asp Asp Asp Lys His Met 
0 SEQ ID NO:8 

was fused upstream to codons 1 14-281 of Apo-2 ligand within a baculovirus expression plasmid (pVL1392, 
Pharmingen). Briefly, the Apo-2 ligand codon 1 14-281 region was amplified by PGR from the parent pRK5 
Apo-2 ligand plasmid (described in Example 1) with primers complementary to the 5' and 3' regions which 
incorporate HankingNdel and BamHl restriction sites respectively. The product was subcloned into pGEM-T 
5 (Promega) by T-A ligation, and the DNA sequence was confirmed. The insert was then excised by digestion 
withNdel and BamHI and subcloned into a modified baculovirus expression vector pVL1392 (commercially 
available from Pharmingen) containing an amino terminal Met Gly His 10 tag and enterokinase cleavage site. 

Recombinant baculovirus was generated by co-transfecting the His 10 -Apo-2 ECD plasmid 
and BaculoGold™ virus DN A (Pharmingen)into Spodopterojntgiperda ("Sf9") cells (ATCC CRL 1711) using 
20 lipofectin (commercially available from G1BCO-BRL). After 4 - 5 days of incubation at 28°C, the released 
viruses were harvested and used for further amplifications. Viral infection and protein expression was 
performed as describedby O'Reilley et al., Baculovirus expression vectors: A laboratory Manual, Oxford:Oxford 
University Press (1994). The protein was purified by Ni 2+ -chelate affinity chromatography, as described in 

Example 3 below. 
25 EXAMPLE ? 

Purification of Recombinant Hum an Apo-2 Ligand 
Extracts were prepared from recombinant virus-infected and mock-infected Sf9 cells (see 
Examples section B above) as describedby Rupert et al„ Mature, 362: 175-179(1 993). Briefly, Sf9 cells were 
washed, resuspended in sonication buffer (25 mL Hepes, pH 7.9; 12.5 mM MgC) 2 ; 0.1 mM EDTA; 10% 

30 Glycerol;0.1%NP-40;0.4 M KCI), and sonicated twice for 20 seconds on ice. The sonicates were cleared by 
centrifugation, and the supernatant was diluted 50-fold in loading buffer (50 mM phosphate, 300 mM NaCl, 
10% Glycerol, pH 7.8) and filtered through a 0.45 A^n filter. A Ni 24 "-NTA agarose column (commercially 
available from Qiagen) was prepared with a bed volume of 5 mL, washed with 25 mL of water and equilibrated 
with 25 mL of loading buffer. The filtered cell extract was loaded onto the column at 0.5 mL per minute. The 

35 column was washed to baseline A 280 with loading buffer, at which point fraction collection was started. Next, 
the column was washed with a secondary wash buffer (50 mM phosphate; 300 mM NaCI, 10% Glycerol, pH 
6.0), which eluted nonspecifically bound protein. After reaching A 280 baseline again, the column was 
developed with a 0 to 500 mM Imidazole gradient in the secondary wash buffer. One mL fractions were 
collected and analyzed by SDS- PAGE and silver staining or western blot with Ni 2+ -NTA-conjugatedto alkaline 
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phosphatase (Qiagen). Fractions containing the eluted His 10 -Apo-2 ligand protein were pooled and dialyzed 

against loading buffer. 

An identical procedure was repeated with mock-infected Sf9 cells as the starting material, and 
the same fractions were pooled, dialyzed, and used as control for the purified human Apo-2. 

5 SDS-PAGE analysis of the purified protein revealed a predominant band of Mr 24 kDa, 

correspondingwith the calculated molecular weight of 22.4 kDa for the His 10 -Apo-2 ligand monomer (Fig. ID, 
lane 3); protein sequencemicroanalysis(data not shown) confirmed that the24 kDa band represents the His, 0 - 
Apo-2 ligand polypeptide. Minor 48 kDa and 66 kDa bands were also observed, and probably represent soluble 
Apo-2 ligand homodimers and homotrimers. Chemical crosslinking of the purified His, 0 -Apo-2 ligand by 

10 incubation with sulfo-NHS(5mM) (Pierce Chemical) and EDC (Pierce Chemical) at 25 mM and 50 mM (Fig. 
ID, lanes 1 and 2, respectively),shifted the protein into the 66 kDa band primarily. These results suggest that 
the predominant form of Apo-2 ligand in solution is homotrimeric and that these trimers dissociate into dimers 
and monomers in the presence of SDS. 

EXAMPLE 4 

15 Apopiotic Activity of Apo-2 Ligand on Human 1 vmnhoid Cell Lines 

Apoptotic activity of purified, soluble Apo-2 ligand (described in Example 3) was examined 
using several human lymphoid cell lines. In a first study, the effect of Apo-2 ligand on 9D cells (Genentech, 
Inc.), derived from Epstein-Barrvirus (EBV)-transformedhuman peripheral blood B cells, was examined. The 
9D cells (5 x 10 4 cells/well in RPM1 1640 medium plus 10% fetal calf serum) were incubated for 24 hours with 
20 either a media control, Apo-2 ligand (3 prepared as described in Example 3 above), or anti-Apo-1 

monoclonal antibody, CH11 (1 ^g/ml) [described by Yonehara et al., J. Exp. Med, , 1£2:1747-1756 (1989); 
commercially available from Medical and Biological Laboratories Co.]. The CHI 1 anti-Apo-1 antibody is an 
agonistic antibody which mimicks Fas/A po-1 ligand activity. 

After the incubation, the cells were collected onto cytospin glass slides, and photographed 
25 under an invened light microscope. Both Apo-2 ligand and the anti.Apo-l monoclonal antibody induced a 
similar apoptoticefiect.characterizedby cytoplasmiccondensationand reduction in cell numbers. (see Fig. 2A). 

The effects of the Apo-2 ligand on the 9D cells, as well as on Raji cells (human Burkitfs 
lymphoma B cell line, ATCC CCL 86) and Jurkat cells (human acute T cell leukemia cell line, ATCC TIB 152) 
were further analyzed by FACS. The FACS analysis was conducted, using established criteria for apoptotic cell 
30 death, namely, the relation of fluorescence staining of the cells with two markers: (a) propidium iodide ("PI") 
dye, which stains apoptotic but not live cells, and (b) a fluorescent derivative of the protein, annexin V, which 
binds to the exposed phosphatidylserine found on the surface of apoptotic cells, but not on live cells 
[Darzynkiewicz et al., MMWHinCellBiol. . 41: 1 5-38 (1 994);Fadok et al., J. Immunol. , J48.-.2207-22 14 (1 992); 

Koopman et al., Blood, £4:1415-1420 (1994)]. 
3 5 The 9D cells (Fig. 2B), Raji cells (Fig. 2C), and Jurkat cells (Fig. 2D) were incubated (1 x 1 0 6 

cells/well) for 24 hours with a media control (left panels), Apo-2 ligand (3 pg/ml, prepared as described in 
Example3) (center panels), or anti-Apo-1 ligand antibody, CHI 1 (1 /.g/ml) (right panels). The cells were then 
washed, stained with PI and with fluorescein thiocyanate(FlTC)-conjugatedannexin V (purchased from Brand 
Applications)and analyzed by flow cytometry. Cells negative for both PI and annexin V staining (quadrant 3) 
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represent live cells; Pl-negative, annexin V-positive staining cells (quadrant 4) represent early apoptotic cells; 

Pl-positive, annex in V-positive staining cells (quadrant 2) represent primarily cells in late stages of apoptosis. 

The Apo-2 Hgand treated 9D cells exhibited elevated extracellular annex in V binding, as well 
as a marked increase in uptake of PI (Fig. 2B), indicating that Apo-2 Hgand induced apoptosis in the cells. 
5 Comparable results were obtained with anti-Apo- 1 antibody, CHI 1 (Fig. 2B). The Apo-2. Hgand induced a 
similar response in the Raji and Jurkat cells, as did the anti-Apo- 1 antibody, (see Figures 2C and 2D). The 
induction of apoptosis (measured as the % apoptotic cells) in these cell lines by Apo-2 Hgand, as compared to 
the control and to the anti-Apo- 1 antibody, is also shown in Table 1 below. 

The activation of internucleosomal DNA fragmentation by Apo-2 Hgand was also analyzed. 

10 Jurkat cells (left lanes) and 9D cells (right lanes) were incubated (2 x 10* cells/well) for 6 hours with a media 
control or Apo-2 Hgand (3 /ig/ml, prepared as described in Example 3X The DNA was then extracted from the 
cells and labeled with ^ 2 P-ddATP using terminal transferase. The labeled DNA samples were subjected to 
electrophoresis on 2% agarose gels and later analyzed by autoradiography [Moore et al., Cytotechnologv- J 7 : 1 - 
1 1 (1995)]. The Apo-2 Hgand induced internucleosomal DNA fragmentation in both the Jurkat cells and 9D 

15 cells (Fig. 2E). Such DNA fragmentation is characteristic of apoptosis f Cohen. Advances in Immunol.. 50 :5S-8S 
(1991)]. 

To examine the time-course of the Apo-2 ligand apoptotic activity, 9D cells were incubated 
in microtiter dishes (5 x 10 4 cells/well) with a media control or Apo-2 ligand (3 /ig/ml, prepared as described 
in Example 3) for a period of time ranging from 0 hours to 50 hours. Following the incubation, the numbers 
20 of dead and live cells were determined by microscopic examination using a hemocytometer. 

As shown in Fig. 3 A, maxima] levels of cell death were induced in 9D cells within 24 hours. 

To determine dose-dependency of Apo-2 ligand- induced cell death, 9D cells were incubated 
(5 x 1 0 4 cells/well) for 24 hours with serial dilutions of a media control or Apo-2 ligand (prepared as described 
in Example 3). The numbers of dead and live cells following the incubation were determined as described 
25 above. The results are illustrated in Fig. 3B. Specific apoptosis was determined by subtracting the % apoptosis 
in the control from % apoptosis in. Apo-2 Hgand treated cells. Half-maximal activation of apoptosis occurred 
at approximately 0.1 ^g/m\ (approximately 1 nM), and maximal induction occurred at about 1 to about 3 /^g/ml 
(approximately 10 to 30 nM). 

E XAMP LE S 

30 Apoptotic Activity of Apo-2 Lipand on Human Non-lvmohoid 

Tumor Cell Lines 

The effect of Apo-2 Hgand on human non-lymphoid tumor cell lines was examined using the 
following cell lines: HeLa (derived from human cervical carcinoma, ATCC CCL 22); ME- 180 (derived from 
human cervical carcinoma, ATCC HTB 33); MCF7 (derived from human breast carcinoma, ATCC HTB 22); 
35 U-937 (derived from human hystiocytic lymphoma, ATCC CRL 1593); A549<derived from human lung 
carcinoma, ATCC CCL 1 85); and 293 (derived from an adenovirus- transform edhuman embryonic kidney cells, 
ATCC CCL 1 573). 

In the assay, I x 10 6 cells of each cell line were incubated for 24 hours with a media control, 
Apo-2 ligand (3 ^g/ml, prepared as described in Example 3), or anti-Apo- 1 monoclonal antibody, X2H 11(1 
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The HeLa cells and MCF7 crfls were equally sensitive to induction of ft"** AP<^ 
■p* „ compared to the CHI I -U-Apo-I an.ibody. It conrra* .he U-»7 «e»s and AM9 
.Led* ntoJ scnairiveto induct of. .pap** * Apc-2 The ME-,.0 ~ — ~ 

to Apol ligand. bo, were M* «— - *■ -N|H » » «"> — ■— » * 

Apo-2 ligand and weekly responsive » the anri-Apo-l antibody. 

ThosAp^Ksendfecapablcofindncinoapop^^ 

^ceLof^pholdoH^^Ex^pM). A,so.,ld™nh "^"^--^"^T^ 
by „, partieolardrecry. Applicant* believe *. Apc-2 hn^ ecu via. 

Ape- . This belief is supported* the da» b^in showing .he ca,i ,ines descr.bed.bov, e^ibrrdtfre^ 
parous of sensitive .0 Apc-2 lipnd and to an ^pc-^.^ ody. (see .bo. Exempte 7 batow). 

^.9 1 j oanr! on Human Peri r »r~| M " nocvteS 

Peripheral blood mononuclearcells (TBMC-) were isolated from the blood of human donon, 
by Ficoll density gradient centrifcgation using Lymphocyte Separation Medium (LSM®, Organon TeKni^ 

to an anti-lgcolumn and removal of monocytes through Fc receptor bindingto an Ig column (R * DSystems). 
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An isolated population of B cells was prepared from the PBMC by complement-mediatedelimination of T cells 

reacted with the anti-CD3 antibody produced by the OKT3 myeloma (ATCC, CRL 8001) and of monocytes 
reacted with a monocyte-speciflc antibody produced by the 4F2C13 hybridoma (ATCC, HB 22). Additional 
monocyte removal was accomplished by adherence to plastic. 
5 The freshly isolated peripheral blood B or T cells (1 x 10 6 cells/well) were cultured for 3 days 

in the presence of a media control or Apo-2 ligand (3 A*g/ml, prepared as described in Example 3). For 
activation, B cells were treated simultaneously with lipopolysaccharide ("LPS", 1 pg/ml), and T cells were 
treated with phorboi myristate acetate ("PMA", 1 0 ng/ml) plus ionomycin ( 1 pg/ml)<Sigma). For interleukin-2 
("IL-2") pretreatment, T cells were cultured for 3-5 days in the presence of 1L-2 (50 U/ml) (Genzyme) before 

10 exposure to Apo-2 ligand. Apoptosis was determined using FACS analysis essentially as described above in 
Example 4 . However, B cells were gated by anti-CD 1 9/CD20 antibodies (Jackson 1 mm un oresearch),and T cells 
were gated by anti-CD4/CD8 antibodies (Jackson Immunoresearch). The results are shown in Table 2 below, 
representing means ± SE of independent experiments [B lymphocytes - 9 experiments; T lymphocytes - 8 
experiments; T lymphocytes plus IL-2 - 5 experiments], in which 50,000 cells were analyzed per data point 

15 Statistical analysis was performed using the student t-test In Table 2, a=p<0.05 and b=p<0,02 relative to the 
respective control. 



TABLE 2 
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%apoptotic 


cells 
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Apo-2L 


P lymphocytes 


« » * ... p. 








none 

* * . 


40.1 ±4.1 


53.2 ± 3.3 a 




LPS 

- . 


44.8 ± 2.8 

• 


55.9±3.2 a 


T lymphocyte* 










none 


6.3 ±0.6 


8.2 ±0.8 




PMA/ionomycin 


40.3 ±4.4 


54.2 ±33 a 




IL-2 pretreatment 


13.7*1.2 


34.5 ± 4.8 b 



20 Apo-2 ligand induced significant apoptosis in unstimulated B cells, in B cells activated by LPS 

and in T cells activated with PMA and ionomycin. It was previously reported that peripheral T cells can be 
predisposed to apoptosis by culturing the cells in the presence of IL-2 [Lenardo et al., Nature. 353 :858-861 
(1991)]. The present study showed that pretreatment with IL-2 did sensitize the peripheral T cells to Apo-2 
ligand-induced death. 
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FX A MPLE 7 
inhibition Assay lining Fas /Apo-1 and TNF Receptors 
An assay was conducted to determine if the Fas/Apo-1 receptor, as well as the type 1 and type 
2 TNF receptors (TNF-R1 and TNF-R2), are involved in mediating the apoptotic activity of Apo-2 ligand by 
testing if soluble forms of these receptors are capable of inhibiting the apoptotic activity of purified, soluble 

Apo-2 ligand (described in Example 3). 

9D cells were incubated (5 x 1 0 4 cells/well) for 24 hours with a media control or Apo-2 ligand 
(0.3 /ig/ml, prepared as described in Example 3) in the presence of buffer control,CD4-lgG control (25 ^gAnl), 
soluble Apo-l-IgG (25 ^g/ml), soluble TNFRl-lgG (25 ^g/ml) or soluble TNFR2-lgG fusion protein (25 
^g/ml). Soluble derivatives of the Fas/Apo-1, TNF-R1 and TNF-R2 receptors were produced as IgG fusion 
proteins as described in Ashkenazi et al., Methods , S: 1 04- 1 1 5 (1 995). CD4-IgG was produced as an IgG fusion 
protein as described in Byrn et al., Nature . 344:667-670 (1990) and used as a control. 

As shown in Figure 3C, none of the receptor-fusion molecules inhibited Apo-2 ligand 
apoptotic activity on the 9D cells. These results indicate that Apo-2 ligand apoptotic activity is independent of 
15 Fas/Apo-1 and of TNF-R1 and TNF-R2. 

FX AMPLE 8 
A-7 1 ipand mRNA in Mammalian Tissues 
Expression of Apo-2 ligand mRNA in human tissues was examined by Northern blot analysis 
(Fig. 4). Human RNA blots were hybridized to a 32 P-labeled DNA probe based on the full-length Apo-2 ligand 
cDNA, or to a 32 P-labeled RNA probe based on the GenBank EST sequence, HHEA47M (see Example 1). 
Human fetal RNA blot MTN (Clontech) and human adult RNA blot MTN-Il<Clontech) were incubated with 
the DNA probe, while human adult RNA blot MTN-I (Clontech)was incubated with the RNA probe. Blots were 
incubated with the probes in hybridization buffer (5 X SSPE; 2 X Denhardf s solution; 100 mg/mL denatured 
sheared salmon sperm DNA; 50% formamide; 2% SDS) for 1 6 hours at 42°C. The blots weie washed several 
25 times in 1 X SSPE; 2% SDSfor 1 hour at 65°C and 50% freshly deionized formamide; 1 X SSPE; 02% SDS 
for 30 minutes at 65°C. The blots were developed after overnight exposure, using a phosphorimager{Fuji). 

The results are shown in Figure 4. In fetal human tissues, Apo-2 ligand mRNA expression 
was detected in lung, liver and kidney, but not in brain tissue. In adult human tissues, Apo-2 ligand mRNA 
expression was detected in spleen, thymus, prostate, ovary, small intestine, peripheral blood lymphocytes,heart, 
30 placenta, lung, and kidney. Little or no expression was detected in testis, brain, skeletal muscle, and pancreas. 
The expressionprofileobservedfor Apo-2 ligand, as described above, is not identical to that of Apo-1 ligand, 
which is expressed primarily in T cells and testis [Nagata et al.,3gjra]. 

FVAMPLE 9 

ft 

Apoptotic Activity of Apo-2 1 ipand on Human Tumor Cell LitWS 
35 Apoptoticactivity of Apo-2 ligand (described in Example 3) on human tumor-cell lines was 

further examined in the presence or absence of one of several chemotherapeutic agents. 

The following human tumor cell lines were assayed: A549 (lung carcinoma, AT0CCCL 1 85); 
HCT1 16 (colon carcinoma, ATCC CCL 247); SW480 (colon adenocarcinoma, ATGC-CCL 228); MDA231 
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(breast adenocarcinoma, ATCC HTB 26); HeLa {cervical carcinoma, ATCC CCL 22); ME- 180 (cervical 

carcinoma, ATCC HTB 33); T24 (bladder carcinoma, ATCC HTB 4); SK-N-AS (neuroblastoma, White et al., 
Prnc Natl. Acad. Scj, 92:5520-5524(1995)). Several of these cell lines express wild-type p53 while the others 
do not due to mutations,as shown in Table 3 below. The cells were plated at 2.5 x 1 0 5 cells/ml in 96 well plates 
and incubated overnight. The cells were cultured in the presence of 2-fold dilutions of Apo-2 ligand (ranging 
from 1 00 ng/ml to 0.01 ng/ml). In some of the cultures, a chemotherapeutic agent was also added for 24 hours- 
cyclohexamide ( W CHX W )<50 ug/ml; Sigma Chemicals), Doxorubicin (10-100 ng/ml; Pharmacia), or 5-FU (6 
mg/ml; Roche). 

After 24 hours of incubation, the cells were stained with 0.5% crystal-violet in 20% methanol. 
Cell viability was determined by eluting the dye from the stained cells with 0.1 M sodium citrate (0.1M citric 
acid in 50% methanol), and measuring absorbance at 540 nm. 

The results are shown in the Table below. 

TABLE 3 



CELL LINE 


TUMOR TYPE 


p53 
STATUS 


Apo-2L 
SENSITIVITY 


ENHANCED B 
CHX Dox 5 


Y 

■FU 


A549 


lung carcinoma 


WT 


++ 


yes 


yes 


yes 


HCT116 


colon carcinoma 


mut 




yes 


yes 


yes 


SW480 


colon carcinoma 


mut 




yes 


yes 


yes 


MDA231 


breast carcinoma 


mut 




yes 




yes 


HeLa 


cervical carcinoma 


mut 


+ 


yes 


ND 


ND 


ME180 


cervical carcinoma 


WT 


++ 


yes 


yes 


ND 


T24 


bladder carcinoma 


mut 


+++ 


yes 


yes 


ND 


SK-N-AS 


neuroblastoma 


• 


+ 


ND 


ND 


ND 



35 



>35% death after 24h with 1 00 ng/ml Apo-2L 
>70% death after 24h with 1 00 ng/ml Apo-2L 
>70% death after 24h with 1 0 ng/ml Apo-2L 

These results show that Apo-2 ligand induced cell death in tumor cell lines derived from various tumor types 
and that Apo-2L induced cell death independently of the p53 status of the tumor cells. These results also show 
that the Apo-2 ligand-induced cell death is augmented by several different chemotherapeutic drugs. 

EXAMPLE 10 

ftpoptotic Activity of Apo-2 Lieand in vivo 
The effects of Apo-2 ligand were examined in tumor bearing nude mice. Nude mice (5-10 
mice per group) (purchased from Harlan SpragueDawley)were injected (Day 0) subcutaneouslywith MDA231 
human breast carcinoma cells< ATCC HTB 26) (2 x 1 0 6 cells/mouse). The tumors were then allowed to grow 
for 14 days. On Days 14 and 15, 2 ug/0.05ml/mouse Apo-2 ligand (Example 3) and/or 10 ug/0.05ml/mouse 
Doxorubicin (Pharmacia) was injected at the tumor site. Control animals were similarly injected with 0.05ml 
PBS. On Day 21. the animals were sacrificed and the tumors excised and weighed (grams). 
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The results are shown in Figure 5. The data shows that Apo-2 ligand treatment inhibited 

tumor growth by itself and that Apo-2 ligand enhanced the inhibitory effects of Doxorubicin on tumor^rowth. 

gXAMPlg I \ 
Apoptotic Activity of Apo-2 L if and in vivo 
5 The anti-tumor effects of Apo-2 ligand were also examined in tumor bearing nude mice, as 

described in Example 10, except that on Day 0, the mice were injected subcutaneously with HCT1 16 human 
colon carcinoma cells (ATCCCCL 247) (2 x 1 0 6 cells/mouse). The tumors were then allowed to grow for 14 
days. On Days 14 and 15, 2 ug/0.05ml/mouse Apo-2 ligand and/or 10 ug/0.05ml/mouse 5-FU (Roche) was 
injected at the tumor she. Control animals were similarly injected with 0.05ml PBS. On Day 21, the animals 
1 0 were sacrificed and the tumors excised and weighed (grams). 

The results are shown in Figure 6. These results show that Apo-2 ligand treatment inhibited 
tumor growth by itself and that Apo-2 ligand enhanced the inhibitory effects of 5-FU on tumor growth. 

FXAMPLE 12 
Apoptotic Activity of Apo-2 I igand in vivo 
15 The anti-tumor effects of Apo-2 ligand were examined in tumor bearing nude mice, as 

described in Example 11, except that on Days 1 and 2, 10 ug/0.05 ml/mouse Apo-2 ligand and/or 100 
ug/0.05rnl/mouse 5-FU was injected intraperitoneally. Control animals were similarly injected with PBS. 
Tumor size (mm 2 ) was then measured on Days 5, 9, and 15. On Day 1 5, the animals were sacrificed and the 
tumors excised and weighed (grams). 
20 The results are shown in Figures 7 and 8. These results show that Apo-2 ligand is capable of 

reaching the subcutaneous tumor site and exerting an anti-tumor effect even when administered by 
intraperitoneal injection. Also, these results confirm the ability of Apo-2 ligand treatment to inhibit tumor 
growth by itself and to enhance the inhibitory effects of 5-FU on tumor growth. 

EXAMPLE 13 

25 Inhibition Assay Using CrmA 

To investigate whether proteases such as ICE and CPP32/Yama play a role in apoptosis- 
induction by Apo-2 ligand, an assay was conducted to determine if CrmA blocks Apo-2 ligand-induced 
apoptosis [Marsters et al., Current Biology, £:75©-752 < ] 996)). CrmA is a poxvims-derived inhibitor of the 
death proteases ICE and CPP32/Yama and blocks death signalling by TNFR1 and Fas/Apo-1. In addition, to 

30 investigate if the "death domain- containing adaptor protein, FADD, which mediates apoptosis induction by 
Apo-1 ligand and by TNF [Chinnaiyanet ah, CeJL 81:505-512 (1995); Hsu et al., £eJL M299-308 (1996)], is 
involved in Apo-2 ligand-induced apoptosis, an assay was conducted to determine if a dominant negative mutant 
form of FADD, (FADD-DN) [Hsu et al., supra], inhibits Apo-2 ligand function {Marsters et al., Current Bjojggy, 
6:750-752(1996)]. 

35 HeLa-S3 (ATCCCCL 22) cells were transfected with a pRKS-OrmA expression plasmid 

(CrmA sequence reported in Ray et ah, supnO or a pRK-5-FADD-DM expression plasmid (Hsu et al., £eJL 
84299-308 (1996)). pRK5 was used as a control. The cells were co-transfected with pRK5-CD4 (Smith et al., 
Science. 238 : 1 704- 1 707 ( 1 988)) as a marker for uptake of plasmid DNA. Transfected cells were identified by 
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staining with phycoerythrin-conjugated anti-CD4 antibody (Jackson Immunoresearch) and apoptosis was 

analyzed by FACS essentially as described in Example 4 above. 

The results are shown in Figure 9. CrmA blocked Apo-2 ligand- induced apoptosis, as well 
as apoptosis induced by ami- Apo- 1 antibody. In contrast, FADD-DN had little effect on Apo-2 ligand* induced 

» 

apoptosis but blocked substantially the apoptosis induction by anti-Apo-1 antibody. Accordingly, the assay 

results suggest that Apo-2 ligand, TNFR1 andFas/Apo-l may engage a common distal signalling pathway to 

activate apoptotic cell death. In particular, the results suggest that proteases such as ICE and CPP32/Yama may 

be required for Apo-2 ligand induced apoptosis. In contrast, FADD is required for cell death induction by 

TNFR1 and Fas/Apo-1 , but not by Apo-2 ligand. 

EXAMPLE 14 

A. Preparation of anti-Apo-2 Ligand Antibodies 

Balb/c mice (obtained from Charles River Laboratories) were immunized by injecting 1 A*g 
Apo-2 ligand (prepared as described in Example 3 and diluted in MPL-TDM adjuvant purchased from Ribi 

* » 

Immunochemical Research Inc., Hamilton, MT) ten times into each hind foot pad at 1 week intervals. Three 
days after the final boost injection, popliteal lymph nodes were removed from the mice and a single cell 
suspension was prepared in DMEM- media (obtained from Biowhitakker Corp.) supplemented with 1% 
penicillin-streptomycin. The lymph node cells were then fused with murine myeloma cells P3X63AgU.l 
(ATCC CRL 1 597) using 35% polyethylene glycol [Laskov et a!., Cell. Immunol.. 55:25 1 (1 980)] and cultured 
in 96-well culture plates. Hybridom as resulting from the fusion were selected in HAT medium. Ten d>.ys after 
the fusion, hybridoma culture supern at ants were screened in an ELISA [Kim et al., J. Immunol. Meth.. 15fi:9-17 
(1992)] to test for the presence of monoclonal antibodies binding to the Apo-2 ligand protein. 

In the ELISA, 96-well microtiter plates (Nunc) were coated by adding 50 $j\ of 0.5 ^g/ml Apo- 
2 ligand (see Example 3) in PBS to each well and incubating at 4°C overnight. The plates were then washed 
three times with wash buffer (PBS plus 0.05%Tween 20). The wells in the microtiter plates were then blocked 
with 200 a*I of 2% bovine serum albumin (BSA) and incubated at room temperature for 1 hour. The plates were 
then washed again three times with wash buflfer. 

After the washing step, 50 /zl of 2 ^g/ml of the Apo-2 ligand antibodies or 100 p\ of the 
hybridoma culture supernatant was added to designated wells. 100 a*I of P3X63AgU.l myeloma cell 
conditioned medium was added to other designated wells as controls. The plates were incubated at room 
temperature for 1 hour on a shaker apparatus and then washed three times with wash buffer. 

Next, 50 tA HRP-conjugated goat anti-mouse IgG (purchased from Cappel Laboratories), 
diluted 1 :1000 in assay buffer (0.5% bovine serum albumin, 0.05% Tween-20, 0.01% Thimersol in PBS), was 
added to each well and the plates incubated for 1 hour at room temperature on a shaker apparatus. The plates 
were washed three times with wash buffer, followed by addition of 50 ji\ of substrate (TMB, 3,3 , ,5,5- 
tetramethylbenzidin; obtained from Kirkegaard& Perry, Gaithersburg,MD) to each well and incubation at room 
temperature for 10 minutes. The reaction was stopped by adding 50 £*1 of stop solution (Kirkegaard & Perry) 
to each well, and absorbance at 450 hm was read in an automated microtiter plate reader. 
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Hybridomasupernatants(99 selected) were tested for activity to block Apo-2 ligand- induced 

9D cell killing. Activity was initially determined by examining% viability of treated 9D cells using trypan blue 
dye exclusion. 

Blocking activity was also confirmed by FACS analysis. The 9D cells (5 x 1 0 5 cells/0.5ml) 
5 were suspended in complete RPM1 media (RPM1 plus 1 0%FCS, glutamine, nonessential amino acids, penicillin, 
streptomycin, sodium pyruvate) and placed into 24-well macrotiter plates. 0.5 ml of Apo-2 ligand (1 //g/ml) 
(prepared as described in Example 3) was suspended into complete RPMI media, preincubated with 10 of 
purified monoclonal antibodies or 100 /il of culture supernatant, and then added into the 24 macrotiter wells 
containing 9D cells. The macrotiter plates were incubated overnight at 37°C and in the presence of 7% C0 2 . 
1 0 The incubated cells were then harvested and washed once with PBS. The viability of the cells was determ ined 
by staining of FITC-annexin V binding to phosphatidylserine according to manufacturer recommendations 
(Clontech). The cells were washed in PBS and resuspended in 200 a*I binding buffer. Ten /*) of annexin-V- 
FITC (1 A*g/ml) and 10 iA of propidium iodide were added to the cells. After incubation for 15 minutes in the 
dark, the 9D cells were analyzed by FACS. 
15 Eight potential blocking and 4 potential non-blocking antibody secreting hybridomas were 

identified and were further cloned (twice) by limiting dilution techniques. 

FACS analysis of four antibodies, referred to as monoclonal antibodies 1D1, 2G6, 2E1 1, and 
5C2, is illustrated in Figure 10 (As indicated below, the ID], 2G6, 2E1 1 and 5C2 antibodies are produced by 
hybridomas 1D1 .12.4,2G6.3.4,2E11.5.5,and 5C2 ? 4.9, respectively, all of which have been deposited with the 
20 ATCC). The 9D cells treated with the Apo-2 ligand (top left figure) showed 50% apoptotic cells above the 
untreated, control cells (top right figure). The 9D cells treated with Apo-2 ligand plus the 2E1 1, 5C2, 2G6, or 
1 Dl antibodies showed 0%, 6%, 26%, and 48% apoptotic cells above the untreated control, respectively. These 
results show that the 5C2, 2E1 1 and 2G6 antibodies are blocking antibodies while the 1D1 antibody is a non- 
blocking antibody. The most potent blocking activity was observed with the 5C2 antibody. 
25 The antigen specificities of the four antibodies was also tested in an EL1SA. Microtiter wells 

were coated with 2 pg/ml lymphotoxin(Genentech,Inc, see also, EP 1 64,965, Gray et al.,£!snjr£, 312:721 -724 
(1984)),TNF-alpha(Genentech, Inc., see also, Pennica et al., Nature. 3 12:724-729 (1984); Aggarwal et al. f L 
Biol. Chem.. 2602345-2354 (1985)), or Apo-2 ligand (see Example 3). Monoclonal antibodies 1D1, 2436, 
2E1 1, and 5C2 were tested at a concentration of 10 Mg/ml. 
30 The results of the assay are shown in Figure 1 1 . The data in Figure 1 1 shows that monoclonal 

antibodies 2G6, 2E1 1 and 5C2 are specific for Apo-2 ligand, while monoclonal antibody 1D1 showed weak 
cross-reactive binding to lymphotoxin and to TNF-alpha. 

B. Isotypmg 

The isotypes of the 1 D 1 , 2G6, 2E 1 1 , and 5C2 antibodies (described in Section A above) were 
35 determined by coating microtiter plates with isotype specific goat anti-mouse Ig (Fisher Biotech, Pittsburgh, PA) 
overnight at 4°C. The plates were then washed with wash buffer as described above. The wells in the microtiter 
plates were then blocked with 200 §jA of 2% bovine serum albumin and incubated at room temperature for 1 
hour. The plates were washed again three times with wash buffer. 
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Next, 100 /il of 5 A/g/ml of the purified Apo-2 ligand antibodies or 100 /i) of the hybridoma 

culture supernatant was added to designated wells. The plates were incubated at room temperature for 30 

minutes and then 50 ^1 HRP-conjugatedgoat anti-mouse lgG (as described above) was added to each well. The 

plates were incubated for 30 minutes at room temperature. The level of HRP bound to the plate was detected 

5 using HRP substrate as described above. 

The isotyping analysis showed that the 1 D 1 and 2G6 antibodies are IgG2b antibodies, and the 

2E1 1 and 5C2 antibodies are JgG2a antibodies. 

C. [Epitope mapping 

* 

Epitope mapping was performed using a competitive binding ELISA as described in Kim et 
10 al., supra , using biotinylated monoclonal antibodies. The selected monoclonal antibodies were biotinylated 
using N-hydroxylsuccinimide as described in Antibodies . A laboratory Manual, Eds. E. Harlow and D. Lane, 
p. 342. Microtiter plate wells were coated with 50 ^1 of Apo-2 ligand (see Example 3, 0.1 A*g/ml) and kept 
overnight at 4°C, and then blocked with 2% BSA for 1 hour at room temperature. After washing the microtiter 
wells, a mixture of a predetermined optimal concentration of biotinylated antibodies and a thousand-fold excess 
15 of unlabeled antibody was added into each well. Followihga 1 hour incubation at room temperature, the plates 
were washed and the amount of biotinylated antibody was detected by the addition of HRP-streptavidin. After 
washing the microtiter wells, the bound enzyme was detected by the addition of the substrate (TMB), and the 
plates were read at 490 nm with an ELISA plate reader. 

The resu Its are shown in Figure 12. The results show that the binding of the HRP-conjugated 

20 antibodies was effectively inhibited by the excess amount of its own antibody but not by the other antibodies 

• • • 

assayed. 

The regions of the Apo-2 ligand recognized by the monoclonal antibodies were determined 

• » 

using synthetic peptides [aa 128-143 (peptide w APO 14 M );aa 144- 159 (peptide "APO 15"); aa 192-204 (peptide 
"APO 1 7"); aa 230-238 (peptide "APO 1 8"); aa 26 1 -272 (peptide "APO 19 w ) of the Apo-2 ligand sequence as 
25 shown in Fig. 1 A] in an ELISA as described in Chuntharapai et al. f J. Immunol.. JJJ2: 1 783- 1 789 (1994). The 
results are shown in Figure 13. The 1D1 antibodies showed binding to the APO 17 peptide comprising amino 
acid residues 192-204 of Apo-2 ligand. 

EXAMPLES 
Expression of Apo-2 Lipand in CHO cells 

30 The full length Apo-2 ligand cDNA insert from the pGEM-T Apo-2 ligand plasm id (described 

in Examples 1 and 2 above) was inserted into a pRK5 plasmid. This plasmid was then co-transfectedinto DP-12 
CHO cells using the Lipofectamine Plus (Gibco/BRL) method along with a pFDU plasmid (SV40 early 
promoter) carrying a DHFR selection gene. Stable clones expressing Apo-2 ligand were selected by ability to 
grow in PS21 (G1074)/280 GHT-depleted selective growth medium with 2.5% dialyzed PBS. 

35 The selected CHO cells expressing Apo-2 ligand were incubated for 2-4 days at 37°C. The 

cell culture medium was then harvested and filtered. The presence of Apo-2 ligand in the cell culture 
supernatant was tested by Western blot analysts. To prepare the protein for Western analysis, the culture 
supernatant was incubated with the 5C2 anti-Apo-2L disclosed herein coupled to controlled-pore glass beads. 
Following incubation, the beads were washed and the bound protein was eluted with SDS-PAGE sample buffer 
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containing 25 mM DTT. Theeluate was then run on a 4-20% polyacrylamide gradient SDS gel and electro- 
blotted onto a nitrocelluloseTilter. The filter was incubated with a polyclonal rabbit anti-human Apo-2 ligand 
polyclonal antibody followed by anti-rabbit IgG conjugated to horseradish-peroxidase, and developed by 
chemiluminescenceaccordingtomanufacturer'sinstructionsCNEB). The sample from the CHO cells expressing 
5 Apo-2 ligand yielded a single band on the gel at 22,000 daltons<data not shown). 

To determine the sequence of the Apo-2 ligand expressed by the transfected CHO cells, 25 
ml of the cell culture supernatant was purified using anti-Apo-2L antibody (5C2 antibody disclosed herein). 
To prepare the purification column, 2.0 mg of 5C2 antibody was coupled to 0.5 ml of control led-pore glass 
beads (CPG, Inc., Fairfield, NJ) according to manufacturer's instructions. Following the coupling, the resin was 
10 washed with 1 5 ml of 50 mM Tris pH 7.5, followed by 1 5 ml of 0.1 M Acetic acid/0. 15 M sodium citrate/0.05 
M NaCl. 

Prior to loading, the 0.5 ml column was equilibrated with 15 ml of 50 mM Tris pH 7.5. About 
25 ml of the harvested CHO cell culture medium, pH 7.2, conductivity 10.2 mmho, was loaded onto the 
antibody column in a gravity feed load mode. The load effluent was recycled through the column so that the 

15 total load time was one hour. Following loading, the non-specific proteins were washed off with 2 ml of 0.5 
M TMAC/0.25 M NaCl. The column was eluted with 1 .5 ml of 0.1 M Acetic acid/0.15 M NaCl pH 3.0. The 
1.5 ml eluate was collected into a tube and immediately neutralized to pH 7.6 with 50 lA of 3 M Tris pH 9.0. 

An aliquot of the eluted materia) was analyzed on a SDS gel, alongside a purified control Apo- 
2 ligand polypeptide consisting of amino acid residues 96-281 of Figure 1A which had been previously 

20 expressed in E. coli and purified. The gel confirmed that the CHO cell-expressed soluble Apo-2 ligand 
polypeptide was purified on the 5C2 antibody affinity column. Another aliquot of the eluted material was 
concentrated, run on SDS-PAGE, electro-blotted onto a PVDF membrane, and then sequenced by Edman 
degradation. The protein sequence analysis revealed that the CHO cells expressed a soluble form of Apo-2 
ligand having an N-terminal amino acid at position 92 in the sequence of Figure 1 A. Tiros, the soluble Apo-2 

25 ligand polypeptide included amino acids 92-281 of Figure 1 A. It is presently believed that this soluble 92-281 
amino acid form of Apo-2 ligand comprises the naturally cleaved form of Apo-2 ligand. 

Apoptotic activity of the Apo-2 ligand expressed by the CHO cells was tested in cultured HeLa 
cells (ATCC CCL 22). HeLa cells were plated 6 well culture plates in Ham's F12 media with 10% FBS and 
incubated overnight at 37°C. The media was aspirated and 2 ml of CHO cell culture supernatant containing the 

30 expressed Apo-2 ligand (1:10, 1:20, 1 :40 dilution) was added to each sample well. The plates were incubated 
overnight at 37°C. A control well containing 2 ml of unconditioned medium (untransfected CHO cell culture 
supernatant) was run in parallel under the same conditions. 

The treated HeLa cells were then analyzed under a light m icroscope for apoptotic morphology 
(see Figures 14A-14D). The numbers of apoptotic cells in each field is shown in Figure 14E. The HeLa cells 

35 treated with the CHO cell culture supernatant containing the expressed Apo-2 ligand exhibited a two-fold or 
more increase in apoptotic morphology over cells treated with unconditioned medium. 
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EXAMPLE 16 

Apoptotic Activity of E. coli-ex pressed Aoo-2 Ligand 

The anti-tumor effects of Apo^-2 ligand were examined in tumor bearing nude mice. In 
contrast to the Examples above, the soluble Apo-2 ligand polypeptide was expressed in E coli and then infused 
into the animals through an implanted mini-pump device. 

The Apo-2 ligand was prepared by inserting cDNA encoding amino acids 91-281 (see Fig. 
1 A) into a pS 1 346 plasmid [pS 1 346 comprises a hgh207- 1 plasmid having an inserted transcription terminator; 
see, DeBoer et at., Proc. Natl. Acad. Sci.. 80:21-25 (1983); Scholtissek et al., Nucl. Acids Research. 153185 
(1987)]. This plasmid was then transformed into £1 coli strain 52A7. Strain 52A7 is an E coli K12 W31 10 
strain with the following genotype: fhuA(tonA) Ion galE rpoHts(htpRts) clpP laclq. A 25 ml culture of the E. 
coli was grown in LB medium to an optical density of about 1 .0 OD550 and harvested by centrifugation (5000 
rpm for 15 minutes). The cell pellet was washed once in 0.15 M NaCl before resuspension in 2.5 ml of buffer 
(LB broth, pH 6.1 with HCI, containing 100 g/L PEG 8000, 10 mM MgS<3 4 , 10 mM MgCI 2 and 5% DMSO). 
The cell suspension was left on ice for 30 to 45 minutes, aliquotted and stored at -80° C. This cell suspension 
served as the source of competent cells for the transformation process. Transformation of the competent cells 
with the plasmid preparation, selection and isolation of transformants was carried out as per the standard 
protocols described in Man iat is et al., Molecular Cloning:A Laborato ry Manual; Second Edition, vol. 1: 1.74- 

1 .84 . 

The fermentor inoculum was prepared by inoculating 1 ml of the transformants into 500 ml 
of LB medium containing 5 /ig/ml tetracycline. This culture was incubated for 10 hours in a shaken 2 liter 
baffled flask at 30 or 37° C. The resultant culture was then used to inoculate a 10 liter fermentor containing 8 
liters of medium (625 g/L ammonium sulfate, 7.5 g/L potassium phosphate dibasic, 3.75 g/L sodium phosphate 
monobasic dihydrate,and 1.25 g/L sodium citrate) with 25 g/L NZ Amine AS, 6.25 g/L yeast extract, 0.125 g/L 
tryptophan, 625 mg/L tetracycline, 0.94 g/L glucose, 0.625 g/L L-isoleucine, and 94 mg/L L-61 antifoam. 

The fermentation was conducted at 30° C with vigorous agitation and aeration and with pH 
control at 7.0 using NH 4 OH additions. After the initial glucose was exhausted, a sterile 50% glucose solution 
was fed to maintain the culture. At approximately 30 OD, the temperature was shifted to 25° C to minimize 
foaming. When the culture OD reached about 50 (A550), 25 ml of 1AA (3-Beta-Indole Acrylic Acid) at 25 
mg/ml was added for induction of the Apo-2 ligand expression regulated by the tip promoter. Cells were 
harvested by centrifugation 6 to 10 hours after 1AA addition. 

The expressed polypeptidewas purified as follows. Cell paste containing the expressed Apo-2 
ligand from the E coli was extracted with 0. 1 M Tris, 0.2 M NaCl, 50 mM EDTA, pH 8 buffer. The extract was 
then precipitatedusing40% ammonium sulfate. All chromatography steps were performed at room temperature 
unless otherwise indicated. The ammonium sulfate precipitate was dissolved in 50 mM HEPPS, 0.05% Triton 
x- 1 00, pH 8 buffer and then applied to a column of Macro-prep Hydroxyapatite equilibrated in 50 mM HEPPS, 
0.05% Triton x-1 00, pH 8 at a flow rate of 80 cm/hour. The column was washed.with equilibration buffer until 
the absorbanceat A280 returned to near baseline. The Apo-2 ligand was eluted from the column by 8 column 
volumes with a linear gradient of 0 to 0.2 M sodium phosphate equilibration buffer. Fractions containing the 
Apo-2 ligand were pooled and pH was adjusted to 6.5. The pH-adjusted pool was loaded onto a column of Ni- 
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NTA superflow equilibrated in 0.35M NaCl/PBS buffer, pH 6.5, at a flow rate of 80 cm/hour, the column was 

washed with equilibrationbufferto an absorbancenear baseline. The Apo-2 ligand was eluted from the column 

■ 

by 8 column volumes with a linear gradient of 0 to 50 mM ImidazoIe/equilibrationbufTer. Fractions containing 
the Apo-2 ligand were pooled and concentrated using Millipore Lab TFF system, Biomax 8 membranes. The 
5 concentrated pool was formulated by a <3-25 column in 20 mM Tris, 8% Trehalose, 0.01% Tween 20 buffer. 
The formulated Apo-2 ligand pool was then filtered through a 0.22 micron filter. 

Analysis of the purified material revealed that it contained (in an approximately 50:50 ratio) 
Apo-2 ligand polypeptide having amino acids 91-281 (shown in Figure 1A) and Apo-2 ligand polypeptide 
having amino acids 92-281 (shown in Figure 1 A) (this ratio is presently believed due to potential N-terminal 
10 processing; amino acid residue 91 shown in Figure 1A is a Methionine residue). 

In the experiment, the nude mice were injected subcutaneously with HCT1 16 human colon 
carcinomacells(ATCCCCL 247)(1 xlO 6 cells) on each side of the animal. The tumors were then allowed to 
grow to reach approximately 1 cm diameter (approximately 10 days). On Day 0, the tumor volume was 
measured with calipers. Volume was calculated as n/6 x ab 2 , where a= length and b= width. Then, osmr/tin 
15 m ini-pumps(availablefromAlza Corp., Model 1003)were implanted intraperitoneally into each ar • -.-a 
mini-pumpswere loaded with either (l.)control vehicle (20 mM Tris pH 7.5, 8% Trehalose, 0.0 1% ^.-20) 
or (2) Apo-2 ligand. Five animals in each group received either the control vehicle or Apo-2 ligand. 1 he mini- 
pumps were calibrated to deliver each day 10 mg/kg Apo-2 ligand ( 1 0 mg/ml x 2 /il/hour) or 2 n 1/hour control 
vehicle. 

20 On Day 3, the tumor volume was again measured, and the animate were sacrificed. 

Exam ination of the animals did not reveal any gross evidence of toxicity. In Tigure 1 5, the results show the 
percent change in tumor volume. There was no change in tumor volume in the vehicle group, but a marked 
reduction in tumorsize occurred in mice infused with the Apo-2L. The treatment with the Apo-2L shrunk the 

tumors by about 50% over 3 days. 
25 FX AMPLE 17 

Preparation of Apo-2 Li panrt Substitutions? Variants 

Alanine scanning mutagenesis was used to discover and describe the epitope(s) important for 
receptor binding and apoptosis-inducing activity. Alanine scanning mutagenesis can be employed to identify 
binding epitopes, as described in Kelley et a!., Biochemistry. 24:10383-10392 (1995) and Cunningham and 
30 Wells, Science. 244: 1 08 1 - 1 085 ( 1 989). In general, a mutation coding for the amino acid alanine was introduced 
in place of other residues by methods described herein. Alanine was the chosen substitution because it has a 
truncated side chain (one methyl group). In addition, alanine is found both on the surface and buried in the 
interior of proteins and is therefore believed to be least likely to perturb the structural integrity of the expressed 

protein. 

35 Plasmids encoding the alanine-substituted proteins were constructed using oligonucleotide- 

directed mutagenesis(Kunkel,T.A. et M.thnrf. in Fnrvmologv. 154:367-382(1987))on the single-stranded 
form of the plasmid P APOK5. (See Figure 16). This plasmid was designed for the intracellular E. coli 
expressionof the 91-281 form of Apo-2L driven by the tryptophan (trp) promoter. pAPOKS was constructed 
by using PCR to clone the Apo-2L cDNA (encoding residues 91-281) into plasmid pSl 162 which carries the 
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up promoter. All alanine substitutions were confirmed by d ideoxy nuc leot idesequencing (Sanger, F. et al.,£n^ 

Natl Acad. Sci.. 74:5463-5467 (1977)). 

Plasmids encoding for the alanine-substitutedApo-2L proteins were then transformed intoE. 

coli strain 294 for expression. Cultures were grown overnight to saturation at 37°C in Luria Broth plus 
> carbenicillin at 50ug/mL. The cells were subsequently seeded into sterile-filtered media comprised of Na 2 HP0 4 
(6 g/L), KH 2 P0 4 (3 g/L), NaCl (0.5 g/L),NH 4 Cl (1 g/L), glucose (4.9 g/L), Casamino acids (4.9 g/L), 27 mM 
MgS0 4 , 0.003% Thiamine HCI and q.s. with distilled water plus carbenicillin at 50ug/mL at a 20-fold dilution 

and grown for 1 hour at 37°C. 

Expression was then induced with 3-B-indoleacrylic acid (lAA)(Sigma, St. Louis, MO.) at 
0 25ug/mL and the cells were grown overnight at 30°C with shaking. Cells were harvested by centrifugation 
and stored frozen at -20°C for subsequent recovery of Apo-2L, as described below. 

The Apo-2L proteins were extracted from the frozen EL coli cell pellets by homogenization 
in 10 volumes (wt/vol) of lOOmMTris, P H8.0/200mM NaCl/5mM EDTA/lmM DTT using a model M110-F 
Microfluidizer (Microfluidics Corporation, Newton, MA). Polyethyeneimine (PE1) was added to a final 
5 concentration of 0.5% (vol/vol) to the homogenate which was then centrifuged to remove cell debris. Solid 
ammonium sulfate was added to the extraction supernatant to a final concentration of 45% saturation at ambient 
temperature with stirring, and the pellet was recovered by centrifugation. The ammonium sulfate pellet was 
washed with 50% ammonium sulfate solution to remove residual EDTA, then resuspended in 50 volumes 
(wt/vol) of 50mM EPPS, pH7. 5/0.1% Triton X- 100 The resulting solution was clarified by centrifugation and 
>0 purified by immobilized metal affinity chromatography (1MAC) using a 5 mL HiTrap Chelating Sepharose 
column (Pharmacia, Piscataway, NJ). The column was charged with nickel in lOOmM NiSO 4 /300mM Tris, 
pH7.5 and equilibrated with 350mM NaCl in phosphate-bufferedsaline (PBS). After loading, the column was 
washed with 350mM NaCl in PBS and eluted with 50mM Imidazole/3 5 OmM NaCl in PBS. The 1MAC eluent 
was dialyzed against 20mM Tris, pH7.5, clarified by centrifugation, and further purified by cation exchange 
25 chromatographyusing a 5mL HiTrap SP Sepharose column (Pharmacia), which was equilibrated and washed 
with 20mM Tris, pH7.5. The HiTrap SP column was eluted with 20mM Tris, pH13 /0.5M NaCl. The SP 
column eluent was reduced with 2mM DTT and subsequently precipitated by adding solid ammonium sulfate 
with stirring to a final concentration of 45% saturation at ambient temperature. The ammonium sulfate pellet 
was resuspended in 3.5 mL of 20mM Tris, pH7.5 /l OOmM NaCl and exchanged into the final buffer of 20mM 
30 Tris, pH7.5/100mM NaCl by gel filtration chromatography using a PD 10 column (Pharmacia). The purified 
Apo-2L alanine-substituted proteins were characterized by Coomassie-stained SDS-PAGE and N-terrninal 

sequencing, and stored, frozen at -20°C. 

EXAMPLE 18 
Apnptosis As say Using Adq-2L Substitutional Variants 
35 An in vitro assay was conducted to determine the apoptotic activity.of some of the Apo-2 

ligand substitutional variants prepared as described in Example 17 above. 

SK-MES- 1 human lung carcinomacells (ATCC HTB 58) were cultured ini^MEMiHam'sF-^ 
(50:50) media supplemented with 10% FBS, 2mM L-glutamine, 100 U/ml penicillin, and 100 microgram 
streptomycin. SK-MES- ) cells were seeded in 96-well Falcon tissue culture treated microplates in a volume 
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of 0.1 ml at a density of 4.0x 10 4 cells/well and allowed to attach overnight at 37° C. Apoptosis was induced 
by adding the various Apo-2L substitutional variants or Apo-2L {consisting of amino acids 91-281 of Figure 
1 A; referred to as Apo2L2) for 24 hours. Following treatment with the test proteins, the media was removed 
and the wells were stained for 15 minutes with a 0.5% solution of crystal violet in methanol. The cell number 
5 was determined by measuring optical density of the dry plates at 540 nm using a SLT 340 ATC plate reader 
(Salzburg, Austria). 

The results are illustrated in Figures 17 and 1 8. Figure 17 shows bioassaydataof the variants 
D21 8A, D269A, and V207A compared to the Apo2L.2 molecule. CV207A was a substitional variant identified 
comprising amino acids 91-281 of Figure 1 wherein an alanine is substituted for the valine at position 207 in 
10 the sequence of Figure 1 A). Variants D21 8A and D269A showed increased apoptosis-inducing activity of 
approximately 3-fold and 7-fold, respectively.when compared to Apo-2L.2. V207A was approximately 9-fold 

less active than Apo-2L.2 in the bioassay. 

Figure 18 shows the bioassay data of D203A compared to Apo2L.2. The variant D203A 
showed increased apoptosis-inducing activity of approximately 2-fold when compared to Apo2L.2. 
, 5 EXAMPLE 19 

pinHinP Analysis of Ano-2 Liga nrf Substitutional Variants 

The Apo-2Lalanine-substitutedproteins (D203A; D21 8A and D269A referenced in Example 
18 above) were analyzed for their binding to various Apo-2L receptors described in the literature - DR4 [Pan 
et al., Science. 226: 1 1 1 - 1 1 3 ( 1 997)]; DR5 [Sheridan et ah, Science, 222:8 1 8-82 1 { 1 997)]; decoy receptor, DcR2, 
20 [Masters et al., r^nt Biology. 2:1003-1006 (1997)]: and OPG [Simonet et al., CsU, S2:309-3 19 (1997)], 
using the BlAcore (Pharmacia). For comparison, Apo-2L consisting of amino acids 91-281 was also tested in 
the BlAcore for binding to the IgG-receptor fusion molecules. Each of the Apo-2L receptor proteins were 
prepared as immunoadhesinsessentiallyas described in Ashkenaziet al., Proc Ma& Acad,Sci„ M:10S35-10S39 
(1991). The IgG-receptor fusion molecules were immobilized to the CMS BlAcore chip, research grade 
25 (Pharmacia), usingNHS-EDCaminecouplingchemistry. The Apo-2Lalanine-substitutedproteinswereserially 
diluted 2-fold from 500nM to 15.625nM in the BlAcore running buffer. PBS/0.05% Tween 20, and passed 
across the sensor chip surface with immobilized receptor. Specific kinetic binding parameters were used to 
determine the K D value using the BlAcore evaluation software (according to manufacturer's instructions). 

The results are shown in Figure 19. The table shows dissociation constants (K D ) of the 
30 variants D203A, D2 1 8A, and D269A compared to that of Apo2L.2 as determined by kinetic binding analysis 
using the BlAcore (Pharmacia). The data showed no significant change (>2-fold) in the binding of the alanine- 
substituted variants to the IgG-receptor fusion proteins DR4, DR5, and DcR2 when compared to App2L.2. In 
the case of binding to OPGR-lgG, variants D203A, D218A, and D269A exhibited tighter binding when 
compared to Apo2L.2 (2<K D wt<K D mut<4). 

35 rvpreit of Material 

The following cell lines have been deposited with the American Type Culture Collection, 

1 080 1 University Boulevard, Manassas, VA, USA (ATCC): 
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ren ATCC Dep. No.Peposit Pa<e 

2935-pRK5-hApo-2L-myc clone 2.1 CRL-12014 Jan3,1996 

HB- 12257 Jan. 8, 1997 

HB- 12259 Jan. 8, 1997 

HB- 12256 Jan. 8, 1997 

HB- 12258 Jan. 8, 1997 



1D1.12.4 
2G6.3.4 
5 2E1 1.5.5 
5C2.4.9 



This deposit was made under the provisions of the Budapest Treaty on the International 
Recognition of the Deposit of Microorganisms for the Purpose of Patent Procedure and the Regulations 
thereunder (Budapest Treaty). This assures maintenance of a viable culture of the deposit for 30 years from the 
date of deposit. The deposit will be made available by ATCC under the terms of the Budapest Treaty, and 
subject to an agreement between Genentech, Inc. and ATCC, which assures permanent and unrestricted 
availability of the progeny of the culture of the deposit to the public upon issuance of the pertinent U.S. patent 
or upon laying open to the public of any U.S. or foreign patent application, whichever comes first, and assures 
15 availability of the progeny to one determined by the U.S. Commissioner of Patents and Trademarks to be 
entitled thereto according to 35 USC §122 and the Commissioner's rules pursuant thereto (including 37 CFR. 
§1 .14 with particular reference to 886 OG 638). 

The assignee of the present application has agreed that if a culture of the cell line on deposit 
should die or be lost or destroyed when cultivated under suitable conditions, the cell line will be promptly 
20 replaced on notification with another of the same plasmid. Availability of the deposited cell line is not to be 
construed as a license to practice the invention in contravention of the rights granted under the authority of any 

* ■ ■ ■ ■ 

government in accordance with its patent laws. 

The foregoing written specification is considered to be sufficient to enable one skilled in the 
art to practice the invention. The present invention is not to be limited in scope by the construct deposited, since 

25 the deposited embodiment is intended as a single illustration of certain aspects of the invention and any 
constructs that are functionally equivalent are within the scope of this invention. The deposit of material herein 
does not constitute an admission that the written description herein contained is inadequate to enable the practice 
of any aspect of the invention, including the best mode thereof, nor is it to be construed as limiting the scope 
of the claims to the specific illustrations that it represents. Indeed, various modifications of the invention in 

30 addition to those shown and described herein will become apparent to those skilled in the art from the foregoing 
description and fall within the scope of the appended claims. 
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WHAT IS CLAIMED IS: 

1. An isolated soluble Apo-2 ligand polypeptide comprising amino acid residues 91-281 of Figure 1 A 
(SEQIDNO:!). 

2. The Apo-2 ligand polypeptide of claim 1 comprising amino acid residues 92-281 of Figure 1 A (SEQ 
lDNO:l). 

3. An isolated soluble Apo-2 ligand polypeptide consisting of amino acid residues 91-281 ofFigure 1A 
(SEQIDNO:!). 

4. An isolated soluble Apo-2 ligand polypeptide consisting essentially of amino acid residues 91-281 of 
Figure 1 A (SEQ ID NO: 1). 

5. An isolated soluble Apo-2 ligand polypeptide consisting essentially of amino acid residues 92-281 of 
Figure 1 A (SEQ ID NO: 1 ). 

6. An isolated Apo-2 ligand polypeptide having at least about 80% amino acid sequence identity with the 
Apo-2 ligand polypeptide of claim 1 . 

* 

7. The Apo-2 ligand polypeptide of claim 6 wherein said polypeptide has at least about 90% amino acid 
sequence identity. 

8. The Apo-2 ligand polypeptide of claim 7 wherein said polypeptide has at least about 95% amino acid 
sequence identity. 

9. The Apo-2 ligand polypeptide of claim 6 wherein said polypeptide is a substitutional variant having 
an alanine residue substituted for the aspartic acid residue at position 203 in the sequence ofFigure 1A (SEQ 
IDNO:l). 

10. The Apo-2 ligand polypeptide of claim 6 wherein said polypeptide is a substitutional variant having 
an alanine residue substituted for the aspartic acid residue at position 218 in the sequence ofFigure 1 A (SEQ 
IDNO-.l). 

11. The Apo-2 ligand polypeptide of claim 6 wherein said polypeptide is a substitutional variant having 
an alanine residue substituted for the aspartic acid residue at position 269 in the sequence ofFigure 1 A<SEQ 
IDNO-.l). 
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12. The Apo-2 ligand polypeptide of claim 6 wherein said polypeptide is a substitutional variant having 

alanine residues substituted for the asparticacid residues at positions 203, 269 and 21 8 in the sequence of Figure 
lA(SEQlDNO.l). 

13. The Apo-2 ligand polypeptide of claim 1 wherein said polypeptide is linked to a nonproteinaceous 
polymer. 

14. The Apo-2 ligand polypeptide of claim 13 wherein said nonproteinaceous polymer is polyethylene 
glycol. 

■ • 

1 5. A chimeric polypeptide comprising the Apo-2 ligand polypeptide of claim 1 fused to a heterologous 
polypeptide sequence. 

16. The chimeric polypeptide of claim 15 wherein said heterologous polypeptide sequence is a tag 
polypeptide sequence. 

1 7. An isolated nucleic acid comprising DNA encoding the Apo-2 ligand polypeptide of claim 1 . 



- 



18. A vector comprising the nucleic acid of claim 17. 

. • • . 

19. A host cell comprising the vector of claim 18. 

# « ■ 

20. The host cell of claim 1 9 wherein said host cell comprises a CHO cell. 

2 1 . The host cell of claim 1 9 wherein said host cell comprises E. coli. 

22. The host cell of claim 1 9 wherein said host cell comprises a yeast cell. 

■ 

23. A method of producing Apo-2 ligand polypeptide comprising cukuring the host cell of claim 1 9 and 
recovering the Apo-2 ligand polypeptide from the host cell culture. 

24. A soluble Apo-2 ligand polypeptide produced by expressing in CHO cells a gene encoding a full length 
human Apo-2 ligand. 

* * 

25. The Apo-2 ligand polypeptide of claim 24 wherein said polypeptide consists of an extracellulardomain 
of native sequence Apo-2 ligand. 

26. The Apo-2 ligand of claim 24 wherein said polypeptide comprises amino acid residues 92-281 of 
Figure 1A. 
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27. A composition comprising the Apo-2 ligand polypeptide of claim 1 and a «amer. 

28. A composition useful for stimulatingmammalian cell apoptosis comprisingan effective amount of the 
Apo-2 ligand polypeptide of claim 1 in a carrier. 

29. A method of inducing apoptosis in mammalian cancer cells comprising exposing mammalian cancer 
cells to an effective amount of the Apo-2 ligand polypeptide of claim 1. 

30. The method of claim 29 wherein said Apo-2 ligand polypeptide is administered by infusion to a 
mammal diagnosed as having cancer. 
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He Lys Gl^* * 20S 210 



Iv9 jyx Thr ser Tyr Pro Asp Pro He Leu Leu Met Lys ser 
10 Tyr Lys Ty 215 220 225 

Ala Arg A*» ser Cys Trp Ser L ys Asp Ala Glu Tyr Gly 



Leu Tyr 
240 



230 235 
ser He T/r Gin Gly Gly He Phe Glu Leu Lys Glu Asn 

Xle Phe V*l ser Val Thr Asn Glu His Leu He Asp Met Asp His 
iA 260 265 
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, ,u ser Phe Phe Gly Ala Phe Leu Val Gly 
Glu Ala 280 281 

<210> 2 

<211> 1042 
<212> DMA 

<213> Homo sapiens 

"tttcctcact gactataaaa gaatagagaa ggaagggctt cagtgaccgg 50 
ctgcctggst gacttacagc agtcagactc tgacaggatc atggctatga 100 
t ggaggtcca ggggggaccc agcctgggac agacctgcgt gctgatcgtg X50 

tgctcctgca gtctctctgt gtggctgtaa cttacgtgta 200 
cttC accaac gagctgaagc agatgoagga caagtactcc aaaagtggca 250 
ttgcttgtt t cttaaaagaa gatgacagte attgggaccc caatgacgaa 300 
gaga gtatga acagccectg ctggoaagtc aagtggcaac tccgtcagct: 350 
cgttagaaag atgattttga gaacetctga ggaaaccatt tctacagt^e 400 

acaaaatatt tctcccctag tgagagaaag aggtcctcag 450 

tgggaccaga ggaagaagca acacattgtc 500 



35 



agagtageag 

ct ctccaaac tccaagaatg aaaaggctct gggccgcaaa ataaactcct 550 
ggg aatcatc aaggagtggg cattcattcc tgagcaactt gcacttgagg 600 
aacggcgaac tggtcatcpa tgaaaaaggg ttctaotaca cctattccc:a 650 
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ttgttgatga aaagtgctag aaatagttgt tggtctaaag atgcagaata 8 00 



tccatctatc aagggggaat atttgagctt aaggaaaatg 850 
tgtttctgta acaaatgagc acttgataga catggaccat ^OO 



aaaagcaata acctcaaagt gactattcag ttttcaggat gatacactat XOOO 
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<210> 3 
XO <211> 390 
<212> DNA 
<213> Homo 

<400> 3 

gggaccccaa tgacgaagag agtatgaaca gcccctgctg gcaagtcaag SO 

15 tggcaactcc gtcagctcgt tagaaagatg attttgagaa cctctgagga lOO 

aaccatttct acagttcaag aaaagcaaca aaatatttct cccctagtga 3.50 

tcctcagaga gtagcagctc acataactgg gaccagagga 200 

cattgtcttc tccaaactcc aagaatgaaa aggctctggg 250 

a aactcctggg aatcatcaag gagtgggcat fccattcctga 3O0 
20 gcaacttgca cttgaggaat ggtgaactgg tcatccatga aaaagggttt 3 50 
tactacatct attcccaaac atactttcga tttcagaagg 3 90 



25 



<210> 4 
<211> 60 
<212> DNA 
<213> Art: 



<220> 

<221> ATt3 
<222> 1-6° 
<223> secjuence 
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<400> 4 

tgacgaagag agtatgaaca 



gcccctgctg gcaagtcaag tggcaactcc 50 



gtcagctcgt 
<2io> 5 

<211> €0 
<212> DNA 

<213> Art; 
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<220> 

<221> Artificial sequence 
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400> 5 



ggtgaactg^ tcatccatga aaaagggttt tactacatct attcccaaac SO 



60 



<210> 6 
<:2ll> 13 
<212> PRT 
<213> Arti 



10 <220> 

<221> Arti 
<222> 1-13 
<223> 



sequence 
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<400> 6 , 

Met <33-u Gin Lys Leu lie 

i 5 



Glu Glu Asp Leu Asn 
10 13 
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<210> 7 
<211> 27 
<212> PRT 
<213> Arti- 



ficial sequence 



<220> 
<221^ 
<222> 1- 
<223> 



sequence 



25 <400> 7 
Lys Ty-r 
l 



Arg Pne 



Leu Ala Asp Ala 
5 

Gly Lys Asp Leu 
20 



Leu Lys Met Ala Asp Prr© Asn 
10 15 

Val Leu Asp Gin 
25 27 



30 <210> 8 
<2H> 24 
<212> PRT 
<213> 



<220> 

35 <221> 

<222> 1-2^ 

<223> 



^cificial sequence 



<400> 8 

Met Gly 

40 1 

His He 



His His His His His His His 
5 1° 

Asp Asp Asp Lys His Met 
20 24 



His His Ser Ser 



Gly 
15 
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W Apo-2 L1GAND 

E1ELD THE INVENTION 
The present invention relates generally to the identification, isolation, and recombinant 
production of a novel cytokine, designated herein as "Apo-2 ligand", and to methods of using such 
compositions. 

BACKGROUND OF THE IN VENTION 
Control of cell numbers in mammals is believed to be determined, in part, by a balance 
between cell proliferation and cell death. One form of cell death, sometimes referred to as necrotic cell death, 
is typically characterized as a pathologic form of cell death resulting from some trauma or cellular injury. In 
contrast, there is another, "physiologic" form of cell death which usually proceeds in an orderly or controlled 
manner. This orderly or controlled form of cell death is often referred to as "apoptosis" [see, eg., Barr et a!. f 
pj ? ^pr hP olog * * 12:487-493 (1994)]. Apoptotic cell death naturally occurs in many physiological processes, 
including embryonic development and clonal selection in the immune system [ltoh et al., CelL 66:233-243 
(1 99 1 )]. Decreased levels of apoptotic cell death, however, have been associated with a variety of pathological 
conditions, including cancer, lupus, and herpes virus infection [Thompson, Sciericq, 2gfcl456-1462 (1995)]. 

Apoptotic cell death is typically accompanied by one or more characteristic morphological 
and biochemical changes in cells, such as condensation of cytoplasm, loss of plasma membrane microvilli, 
segmentation of the nucleus, degradation of chromosomal DNA or loss of mitochondrial function. A variety 
of extrinsic and intrinsic signals are believed to trigger or induce such morphological and biochemical cellular 
20 changes [Raff, Mature. 25^:397-400(1992); Steller, Sdence, 262:1445-1449 (1 995); Sachs et a!., Blood, 82:15 
(1993)]. For in stance, they can be triggeredby hormonal stimuli, such as glucocorticotdhormones for immature 
thymocytes, as well as withdrawal of certain growth factors [ Watanabe-Fukunaga et ah, Hatuffi, 256:3 14-317 
(1992)]. Also, some identified oncogenes such as myc, rel y and EJA 9 and tumor suppressors, like p5 J, have been 
reported to have a role in inducing apoptosis. Certain chemotherapy drugs and some forms of radiation have 
25 likewise been observed to have apoptosis-inducing activity [Thompson, supra]. 

Various molecules, such as tumor necrosis factor-a (TNF-a H ), tumor necrosis factor-P 
CTNF-p" or "lymphotoxin"),CD30 ligand, CD27 ligand, CD40 ligand, OX-40 ligand, 4-1BB ligand, and Apo-I 
ligand (also referred to as Fas ligand or CD95 ligand) have been identified as members of the tumor necrosis 
factor ("TNF") family of cytokines [See, e.g., Grass and Dower, filfiQd, g£:3378-3404 (1995)]. Among these 
30 molecules, TNF-a, TNF-P, CD30 ligand, 4-1BB ligand, and Apo-1 ligand have been reported to be involved 
in apoptotic cell death. Both TNF-a and TNF-P have been reported to induce apoptotic death in susceptible 
tumor cells [Schmid et al., Pmc Natl. Acad. ScL 22:1881 (1986); Deakry et al., Eur, J. Immunol, , 12:689 
(1 987)]. Zheng et al. have reported that TNF-a is involved in post-stimulation apoptosis of CD8-positive T 
cells [Zheng et al., Nature. 222:348-3 51 (1 995)]. Other investigators have reported that CD30 ligand may be 
35 involved in deletion of self-reactive T cells in the thymus [Amakawa et al., Cold Spring Harbor Laboratory 
Symposium on Programmed Cell Death, Abstr. No. 10, (1995)]. 

Mutations in the mouse Fas/Apo- 1 receptor or ligand genes (called Ipr and gld, respectively) 
have been associated with some autoimmune disorders, indicating that Apo-1 ligand may play a role in 

-1- 
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Tegulating the clonal deletion of self-reactive lymphocytes in the periphery [Krammer et al., £ujL Op. Immunol. , 
6 279-289 (199^*); Nagata et ah, Science . 267:1449-1456(1995)1. Apo-1 ligand is also reported to induce post- 
stimulation apoptosis in CD4-positive T lymphocytes and in B lymphocytes, and may be involved in the 
elimination of activated lymphocytes when their function is no longer needed [Krammer et al., su^ra; Nagata 
et al., supral. Agonist mouse monoclonal antibodies specifically binding to tlie Apo-1 receptor have been 
reported to exhibit cell killing activity that is comparableto or similarto that ofTNF-a [Yonehara et al., J. Exp, 

Mei, m :174-7-1756 (1989)]. 

Induction of various cellular responses mediated by such TNF family cytokines is believed 
to be initiated t>y their binding to specific cell receptors. Two distinct TNF receptors of approximately 55-kDa 
(TNF-R 1) and 75-kDa (TNF-R2) have been identified [Hohmanet al., J. Biol^Chem., 264:14927-14934(1989); 
Brockhaus et al. Proc. Natl. Acad. Sci. . 87:3127-3131 (1990); EP 4 1 7,563, published March 20, 1991] and 
human and mouse cDMAs corresponding to both receptortypes have been isolated and characterized [Loetscher 
etal.,CeJl, 61:351 (199 o);Schallet al.,CeJl, £1:361 (1990); Smith et al.,Sdence, 24&: 1019-1023 (1990); Lewis 
et a i., gro^j ^gtl. Acad. Sci. . 88:2830-2834 (1991); Goodwin et al., Mo!. Celt. Bjol., 11:3020-3026 (1991)]. 

hoh et al. disclose that the Apo-1 receptor can signal an apoptotic cell death similar to that 
sianaled by the 55-kDa TNF-R 1 [Itoh et al., supral . Expression of the Apo-1 antigen has also been reported 
to be down-regulated along with that of TNF-R 1 when cells are treated with either TNF-a or anti-Apo- 1 mouse 
monoclonal antibody [Krammer et al., supra : Nagata et al., supra]. Accordingly, some investigator have 
hypothesized that cell lines that co-express both Apo-1 and TNF-R 1 receptorsmay mediate cell killing through 

20 common signaling pathways [MJ. 

The TNF family ligands identified to date, with the exception of lymphotoxin-a, are type II 
transmembrane proteins, whose C-terminus is extracellular. In contrast, the receptors in the TNF receptor 
(TNFR) family identified to date are type I transmembrane proteins. In both the TNF ligand and receptor 
families, however, homology identified between family members has been found mainly in the extracellular 
25 domain ( M ECP B ). Several of the TNF fam ily cytokines, including TNF-a, Apo- 1 ligand and CD40 ligand, are 
cleaved proteolytic^ ly at the cell surface; the resulting protein in each case typically forms a homotrimeric 
molecule that functions as a soluble cytokine. TNF receptor family proteins are also usually cleaved 
proteolytically to release soluble receptor ECDs that can function as inhibitors of the cognate cytokines. For 
a review of the TNF family of cytokines and their receptors, see Gruss and Dower, gupia. 
3Q SUMMARY OFTHF INVENTION 

Applicants have identified cDNA clones that encode a novel cytokine, designated n Apo-2 
ligand. M It is presently believed that Apo-2 ligand is a member of the TNF cytokine family; App-2 ligand is 
related in amino acid sequence to some known TNF-related proteins, including the Apo-1 ligand; Applicants 
found, however, that the Apo-2 ligand is not inhibited appreciably by known soluble Apo-1 or TNF receptors, 

35 such as the Fas/Apo- 1 , TNF-R 1 , or TNF-R2 receptors. 

In one embodiment, the invention provides isolated Apo-2 ligand. In particular, the invention 
provides isolated Apo-2 ligand which includesan amino acid sequence comprising residues 114-281 of Figure 
1A. In another embodiment, the Apo-2 ligand includesan amino acid sequence comprising residues 92-28 1 of 
Figure 1 A. m a further embodiment, the Apo-2 ligand includes an amino acid sequence comprising residues 
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91-281 of Figure 1A. In still another embodiment, the Apo-2 ligand includes an amino acid sequence 

comprising residues 41-281 or 15-281 of Figure 1A. In a further embodiment, the Apo-2 ligand includes an 
amino acid sequence shown as residues 1-28*1 of Figure 1A (SEQ ID N0:l). 

The isolated Apo-2 ligand of the invention also includes substitutional variants of the above 
5 referenced sequences. In particular, in one embodiment, there are provided substitutional variants of the Apo-2 
ligand comprising amino acids 91-281 of Figure lAin which at least one of the amino acids at positions 203, 
21 8'or 269 are substituted by an alanine residue. In particular, these substitutional variants are identified as 
M D203A M ; "D2 1 8A"and M D269A. W This nomenclatureisusedto identify Apo-2 ligand polypeptides comprising 
for instance, amino acids91-281 ofFigure 1A, wherein the aspartic acid residues at positions 203, 2 1 8, and/or 
10 269 (using the numbering shown in Figure 1 A) are substitutedby alanine residues. Optionally, the substitutional 
variants may include one or more such substitutions. 

In another embodiment, the invention provides chimeric molecules comprising Apo-2 ligand 
fused to another, heterologous polypeptide. An example of such a chimeric molecule comprises the Apo-2 
ligand fused to a tag polypeptide sequence, 
j 5 In another embodiment, the invention provides an isolated nucleic acid molecule encoding 

Apo-2 ligand. In one aspect, the nucleic acid molecule is RNA or DNA that encodes an Apo-2 ligand or is 
complementary to a nucleic acid sequence encoding such Apo-2 ligand, and remains stably bound to it under 
at least moderately stringent conditions. In one embodiment, the nucleic acid sequence is selected from: 

(a) the coding region of the nucleic acid sequence ofFigure 1 A that codes for the full-length 
20 protein from residue 1 to residue 281 (i.e., nucleotides 91 through 933), inclusive, or nucleotides 211 through 

933 that encodes for the extracellular protein from residue 4 1 to 28 1 , inclusive, or nucleotides 364 through 933 
that encodes for the extracellularprotein from residue 92 to 28 1 , inclusive, or nucleotides 361 through 933 that 
encodes for the extracellular protein from residue 91 to 281, inclusive, or nucleotides 430 through 933 that 
encodes for the extracellularprotein from residue 11 4 to 28 1 , inclusive, of the nucleic acid sequence shown in 

25 Figure 1 A (SEQ ID NO:2); or 

(b) a sequence corresponding to the sequence of (a) within the scope of degeneracy of the 

genetic code. 

In a further embodiment, the invention provides a replicable vector comprising the nucleic 
acid molecule encoding the Apo-2 ligand operably linked to control sequences recognized by a host cell 
30 transfected or transformed with the vector. A host cell comprising the vector or the nucleic acid molecule is also 
provided. A method of producing Apo-2 ligand which comprises culturing a host cell comprising the nucleic 
acid molecule and recovering the protein from the host cell culture is further provided. 

In another embodiment, the invention provides an antibody which binds to the Apo-2 ligand. 
In one aspect, the antibody is a monoclonal antibody having antigen specificity for Apo-2 ligand. 
35 In another embodiment, the invention provides a composition comprising Apo-2 ligand and 

a carrier. The composition may be a pharmaceutical composition useful for inducing or stimulating apoptosis. 

In another embodiment, the invention provides a methodfor inducing apoptosis in mammalian 
cells, comprising exposing mammalian cells, in vivo or ex v/vo, to an amount of Apo-2 ligand effective for 
inducing apoptosis. 
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WO 99/36535 ^ anotherembodimentthe inventionpr0 vides methods of treating a mammalhaving cancer, 
in the methods, an effective amount of Apo-2 ligand is administered to a mammal diagnosed as having cancer. 
The Apo-2 ligand may also be administered to the mammal along with one or more other therapies, such as 
chemotherapy, radiation therapy, or other agents capable of exerting anti-tumor activity. 

A furtherembodimentof the invention provides articles of manufacture and kits that include 
A o 2 ligand or Apo-2 ligand antibodies. The articles of manufacture and kits include a container, a label on 
the container, and a composition contained within the container. The label on the container indicates that the 
composition can be used for certain therapeutic or non-therapeutic applications. The composition contains an 
active agent, and the active agent comprises Apo-2 ligand or Apo-2 ligand antibodies. 

RR1FF DESCRIPTION QE THE DRAWINGS 
Figure 1 A shows the nucleotide sequence of human Apo-2 ligand cDN A and its derived amino 

acid sequence. 

Figure IB shows an alignment of the C-terminal region of human Apo-2 ligand with the 
corresponding region of known members of the human TNF cytokine family, 4-1BBL, OX40L, CD27L, 

CD30L, TNF-et. LT-p, LT-a, CD40L, and Apo-IL. 

Figures lC-lEshow(C)thecellulartopologyofthe recombinant.full-length.C-terminalmyc 

epitope-tagged Apo-2 ligand expressed in human 293 cells, as determined by FACS analysis using anti-myc 
Titope antibody; (D) the size and subunit structure of recombinant, His, 0 epitope-tagged soluble Apo-2 
^pressed in recombinant baculovirus-infected insect cells and purified by Ni 2+ -chelate affinity 
chromatography, as determined with (lanes 2, 3) or without (lane 1) chemical crosslinking followed by SDS- 
PAGE and silver staining; (E) the size and subunit structure of recombinant, gD epitope-tagged, soluble Apo.2 
ligand expressed in metabolically labeled human 293 cells, as determ ined by immunoprecipitation with anti-gD 
e itope antibody, followed by SDS-PAGE and autoradiography. 

Figures 2A-2E show the induction of apoptosis in B and T lymphocyte cell lines by Apo-2 
ligand Apoptotic cells were identified by characteristic morphological changes (A); by positive fluorescence 
staining with propidium iodide (PI) and FITC-conjugated annexin V, measured by flow cytometry (B-D); and 

by analysis of intemucleosomal DNA fragmentation (E). 

Figures 3A-3C show the time course and the dose-dependence of Apo-2 ligand-induced 
apoptosis and the lack of inhibition of Apo-2 ligand-inducedapoptosis by soluble receptor-IgG-fusion proteins 
30 based on the Fas/Apo- 1 receptor, TNF-R 1 receptor, or TNF-R2 receptor. 

Figure 4 shows the expressionof Apo-2 ligand mRNA in human fetal and human adult tissues, 

as measured by Northern blot analysis. 

Figure 5 shows the in vivo effect of Apo-2 ligand, administered by intratumor injection, alone 
or in combination with Doxorubicins the weight of human MDA23 1 breast carcinoma-based tumors grown 

35 in nude mice. . 

Figure 6 shows the in vivo effect of Apo-2 ligand, administeredby intratumor injection, alone 

combinationwith 5-FU, on the weight of human HCT1 16 colon carcinoma-based tumors grown in nude 
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Figure 7 shows the in vivo effect of Apo-2 ligand, administered by intraperitoneal injection, 

alone or in combination with 5-FU,on the size of human HCT1 1 6 colon carcinoma -based tumors grown in nude 

* 

mice. 

Figure 8 shows the in vivo effect of Apo-2 ligand, administered by intraperitoneal injection, 
5 alone or in combination with 5-FU,on the weight of human HCT1 16 colon carcinoma-based tumors grown in 
nude mice. 

Figure 9 is a bar diagram illustrating that Crm A but not dominant negative FADD blocks Apo- 
2 ligand-induced apoptosis in HeLa-S3 cells. 

Figure 10 shows FACS analysis of apoptosis induced by Apo-2 ligand and the effect of four 
10 anti-Apo-2 ligand antibodies: 1D1, 2G6, 2E1 1 , and 5C2 (apoptotic 9D cells detected using FITC-conjugated 

annexin V - bold line; live, unstained cells - thin line). 

Figure 1 1 is a bar diagram illustrating antigen specificity of monoclonal antibodies 1D1,2G6, 

2Ell,and5C2. 

Figure 12 is a bar diagram illustrating the resultsof an epitope mapping assay of monoclonal 

1 5 antibodies 1 D 1 , 2G6, 2E 1 1 , and 5C2. 

Figure 13 is a bar diagram illustrating the resultsof an assay testing the ability of monoclonal 
antibody 1 Dl to bind to several different synthetic peptides consisting of specific amino acid regions of the Apo- 
2 ligand. 

Figures 14A-14D show cultured HeLa cells treated with CHO cell culture supernatant 
20 containing expressed Apo-2 ligand (1:10, 1 :20, 1 :40 dilution) or unconditioned medium; Figure 1 4E is a bar 
diagram illustrating the numbers of apoptotic cells in each field. 

Figure 15 shows the percent (%) change in HCT1 1 6 colon carcinoma tumor volume in nude 
mice administered, via osmotic minipump, Apo-2 ligand polypeptide which was expressed in E. coli (as 
described in Example 16). 
25 Figure 1 6 shows a restriction map for the pAPOKS plasmid. 

Figure 17 illustrates the ability of Apo-2 ligand substitutional variants D218A, D269A, and 
V207A to induce apoptotic cell death in a bioassay as compared to the Apo-2 ligand consisting of amino acids 
91-281 of Figure 1A ( M Apo2L2"). 

Figure 18 illustrates the ability of Apo-2 ligand substitutional variant D203A to induce 
30 apoptotic cell death in a bioassay as compared to the Apo-2 ligand consisting of amino acids 91-281 ofFigure 
1A CApo2L.2*). 

Figure 19 is a table displaying the dissociation constants (K D ) of Apo-2 ligand substitutional 
variants D203A, D2 1 8 A, and D269A as compared to that of the Apo-2 ligand consisting of amino acids 91-28 1 
ofFigure 1 A ( M Apo2L2 n ) as determined by kinetic binding analysis using the BIAcore (Pharmacia). 
35 nPT All .ED DESCRIPTION OF THE PREFERRED EMBODIMENTS 
I. Definitions 

The terms w Apo-2 ligand" and M Apo-2L" are used herein to refer to a polypeptide sequence 
which includes amino acid residues 1 14-281, inclusive, residues 92-281, inclusive, residues 91-281, inclusive, 
residues 4 1-2 81, inclusive, residues 15-281, inclusive, or residues 1-281, inclusive, of the amino acid sequence 
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WO 99/36535 asw ellas delelkmal,insertional,orsubslilulional variantsof the above sequences. loone 

TdL .he po, y pep a *se q «ea=eh a sa« 1 e»s. resW « Sll « 5 ,ofFi 8 .».A. Op— ,, *« polypepdde 

SC "° biologicaLy ae.ive ,nd ha.e leas, abou, 80% amino acid sequence iden.hy, more preferably a, 
JZ«m sequence iden^.aude.en more preferably,,, leas, ab-95% sequence idem*, wi.h an, one 
Ta le -fences. The defm-im encompasses subs,,— vad-o of.be Apo-2 Hgand comprising 
^ 9,-28, ofFigure ,Ai» which a, .eaa. one of ,b, anrino ..ids a. po S i.h»s203, 2.8 o, 269 . 
TCbv an atario. residue. Th=d.n„Hiona ls oenco m passesea,, i v.s«,nene.Apc.2»g»d 1 so1a.ed f b»„ 
! rbaand source, such as fron, »e human .issue ,ypes described be«i» (see Example S) o, from aaothe, 
o Lpared by reeombinon, „ syn.hetie me.h.ds. The presen, defmUion of Apo-2 ligand excludes 
d'aaT Zuencea-SUCb as C.nBad, HHEA47M. T90422, R3I020.HO506, H4456S, H44567, H54628. 

uaa-m H 54629,Ta2085,andT10S24. 

The ,enn -epi.opePsged" when used herein refers.o , chimeric polypep.ideoomprisingApo 
, ,- .,»> port... hereof, fused... ".ag po.ypep.ide-. Tbe.. S po.ypep,ideha S enough residues ,opm.,de 
le 0.010.. which an an.ibod, can bo mode, ye, is shon enough such .ba, i. d«s no. im.rfem wnh 
5 " " Z JaPO-2 Hgand. Tbeugpsfypep.ide prefembfy also isf.iriy-ique so ,ha, d« adibody <h*s no, 
T. „, y ero-eoo, whh o.he, upu.pes. Sui.able „g polyposes genemff, have a, leas, si* oodno acid 
^ues ld usuouy beoveen aboo, S ,0 abou, 50 amino acid residues (pr.fer.bly, between abnu, ,0 ,o abou, 

20 residues). ^ ^ ^ ^ ^ ^ ^fcterf herehameaos pro.ein 0... has 

M k drifted and sepam.ed and/., covered from a eomponen. of in naur.1 envhonmen,. Conn™™™, 

1„ fi,,„..um,environn^^^ 
CO Trpro.ein,o„d m .yi»c,ud.en^ 

T r«d Jn.bod, ro en.,»f. pro,eiu«if. bo purif,ed„>,0 a degree sufT.cien, >o obfaiaa, feast . 5 residue,,* 
L" !tL or insema. amino, cid sequence by use of ospinningcop sequeau.or.or ( 2>,ohomo g enc„vbv DS- 
M r 'Z Z Z non-roduchfg or redoCg oo„d„io„s using Coont-ssi. blue or, preferably, sffver s»fn. fsofaed 
etudes prcein /» s,„ wid,. recombinan, ceffs, since a, leas, one eomponen- of mo Apo-2 hgand 
^leuvLontnentwil, - >* P— . Ovarii,, however, ,so,a.ed pro,ein w,„ be p.par.d by a, fees, one 

puri f,03,io„ s<e P . ^ n Isolated" Apo-2 ligand nuefeie acid mofecuf. is , nucleic ncid mohaoul. ». is idem* 
30 d ,eoa,a,.d from a, leaa, one com»ln.n, nuefeie acid mofooule whh ahich i. is ordinaily oasoei«ed in d* 
JZ~ of mo Ape-2 hgand nuuleic nc.d. An isofa.ed Apo-2 Ug»d aue.eie add mofeuu.e is odte, t. 
l or senmgin whieh ,, is found ia, nature. ,so,a»d Apo-2 figond nucfeie nefd mofcculea fhemfme - 
dished from fhe Ape-2 hgand nuCeic ae,d molecule as rt exists in „ro,a. cells. However, „ .s.b«d 
» ZZZ* — nord mofeoah inc.udes Apo-2 figono nuefeie add in cefls M 

Clarify express Apo-2 ligond w to , for example, .he nuofoio acid m.feoufe is in a duomosom.f foconon 
j-rf^«t frnm that of natural cells. 

m(fcre n. fro ^ ^ ^ ^ ^ ^ ^ to the seqfmas ^ m 
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residues in the Apo-2 ligand sequence, after aligning the sequences and introducing gaps, it necessary, to 
• achieve the maximum percent sequence identity, and not considering any conservative substitutions as part of 
the sequence identity. The % identity values can be generated by WU-BLAST-2 which can be obtained from 
Altschu! et a i -f VI ethods in Enzvmology. 266:460-480 ( 1 996); http://blast.wustl/eduA5last^lEADME.html.WU- 

5 BLAST-2 uses several search parameters, most of which are set to default values. The adjustable parameters 
can be set with the following values: overlap span=l, overlap fraction-0.125, word threshold (T)=1 1. In a 
similar manner, "percent (%) nucleic acid sequence identity" with respect to the nucleotide sequence of the Apo- 
2 ligand polypeptides is defined as the percentageof nucleotides in a candidate sequence that are identical with 
the nucleotides in the Apo-2 ligand coding sequence. The identity values can be generated by the BLASTN 

10 module of WU-BLAST-2 set to the default parameters, with overlap span and overlap fraction set to 1 and 
0.125, respectively. 

The term "control sequences" refers to DNA sequences necessary for the expression of an 
operably linked coding sequence in a particular host organism. The control sequences that are suitable for 
prokaryotes, for example, include a promoter, optionally an operator sequence, and a ribosome binding site. 
15 Eukaryotic cells are known to utilize promoters, polyadenylation signals, and enhancers. 

"Nucleic acid is "operably linked" when it is placed into a functional relationship with another 
nucleic acid sequence. For example, DNA for a presequenceor secretory leader is operably linked to DNA for 
a polypeptide If it is expressed as a preprotein that participates in the secretion of the polypeptide; a promoter 
or enhancer is operably linked to a coding sequence if it affects the transcription of the sequence; or a ribosome 
20 binding site is operably linked to a coding sequence if it is positioned so as to facilitate translation. Generally, 
"operably linked" means that the DNA sequences being linked are contiguous, and, in the case of a secretory 
leader, contiguous and in reading phase. However, enhancers do not have to be contiguous. Linking is 
accomplished t>y ligation at convenient restriction sites. If such sites do not exist, the synthetic oligonucleotide 
adaptors or linkers are used in accordance with conventional practice. 
25 The term "antibody" is used in the broadest sense and specifically covers single anti-Apo-2 

ligand monoclonal antibodies (including agonist and antagonist antibodies) and anti-Apo-2 ligand antibody 
compositions with polyepitopic specificity. 

The term "monoclonal antibody" as used herein refers to an antibody obtained from a 
population of substantially homogeneous antibodies, i.e., the individual antibodies comprising the population 
30 are identical except for possible naturally-occurring mutations that may be present in minor amounts. 
Monoclonal antibodies are highly specific, being directed against a single antigenic site. Furthermore, in 
contrast to con ventional (polyclonal) antibody preparations which typi cally include different antibodies directed 
against different determinants (epitopes), each monoclonal antibody is directed against a single determinant on 
the antigen. 

35 The monoclonal antibodies herein include hybrid and recombinant antibodies produced by 

splicinga variable (including hypervari able) domain of an anti-Apo-2 ligand antibody with a constant domain 
(e.g. "humantzed"antibodies),or a light chain with a heavy chain, or a chain from one species with a chain from 
another species, or fusions with heterologous proteins, regardless of species of origin or immunoglobulin class 
or subclass designation, as well as antibody fragments (e.g., Fab, F(ab , ) 2 , and Fv), so long as they exhibit the 
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desired activrry » * ,oo-7\ 

Applications, pp.79-97 (Marcel Dekker, Inc.: New York, 1987). 
Thus, the modifier "monoclonal" indicates the character of the antibody as being obtamed 
, .ubstanti ally homogeneouspopulation of antibodies, and is not to be construed as requiring productton 
2 3 antibody by any particular method. For example, the monoclona. antibodies to be used in accordance 
h the Preset invention may be made by the hybridoma method firs, described by Kohler and Milstein, 
256-495 (1975), or may be made by recombinant DNA methods such as described in U.S. Pat. No. 
^567 TUe "monoclonal antibodies" may also be isolated from phage libraries generated using the 
' v. 'oues described in McCaffertyetal., Nmyre, 348:552-554 (1990), for example. 

"Humanized" forms of non-human (e.g. murine) antibodies are specific chimeric 
0 • OElobu , i n S ,immunog.obu.inchains, 0 rfragmentsthereof(suchasFv,F a b,Fa^F(ab-) 2 orotherantigen- 

subsequences of antibodies) which contain minima, sequence derived from non-human 
Llobulin. For the most part, humanized antibodies are human immunoglobulins (recipient antibody) 
■"Teh residues from a complementarity determining region (CDR) of the recipient are replaced by residues 
7 CDR of a non-human species (donor antibody) such as mouse, rat, or rabbit having the desired 
15 f city af^ity, and capacity. In some instances, Fv framework region (FR) residues of the human 

SPeC ' olbulin are rep.acedby correspondingnon-humanresidues. Furthermore,^ humanized antibody may 
si residues which are found neither in the recipient antibody nor in the imponed CDR or framework 
C es These modifications^ made to further refine and optimize antibody performance. In general, the 
raized antibody wi.lcomprisesubstantial.yall of at least one, and typically two, variable domains, in which 
20 ToT^stantiany all of the CDR regions correspond to those of a non-human immunoglobulin and al. or 
K tantiallyaU of the FR regions are those of a human immunoglobulin consensus sequence. The humanized 
optim aUy also will comprise at least a portion of an immunoglobulin constant region (Fc), typica.ly 

. # _r _ human immunoglobulin. 

"Bioiogically active" for the purposes herein means (a) having the ability to induce or 
25 • mate apoptosis in at least one type of mammalian cell in v/vo or ex vivo; (b) capable of raising an ant.body, 
m muno S enic; or (c) retaining the activity of a native or naturally-occurring Apo-2L polypeptide. 

The terms "apoptosis" and "apoptotic activity" are used in a broad sense and refer to the 
Herlv or controlledform of cell death in mammalsthat is typically accompanied by oneor more characters 
" , hanRes including condensation of cytoplasm, los,of plasma membrane microvilli, segmentation of the 
30 cel. changes, & fi ,„ rt ; on This activity can be determined 

ucleus degradationof chromosomal DIM A or loss of mitochondna. function. This activity 

^ measure d, for instance, by cel. viability assays, FACS analysis or DNA electrophoresis. 

The terms "cancer" and "cancerous" refer to or describe the physio.ogica. condition ,„ 
mm a.s that is typically characterized by unregu.ated cell growth. Examples of cancer include but are not 
Hedto carcinoma, iymphoma, leukem ia, b.astoma, and sarcoma. Moreparticu.arexamp.es of such cancers 
35 Ide sluainous ce.. carcinoma, small-cel. ,ung cancer, non-sma,. cel. lung cancer, gastrointestinal cancer, 

' a, cancer ovarian cancer,. iver cancer, colorecta.cancer.endometrialcancer, kidney cancer, prostate cancer, 
Zoid cancer, neuroblastoma, pancreatic cancer, gHob.astoma mu.tiforme, cervica. cancer, stomach cancer, 
b. dder cancer, hepatoma,breast cancer, colon carcinoma, and head and neck cancer. In one embodiment, the 
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cancer includes follicular lymphoma, carcinoma with p53 mutations, or hormone-dependent cancer such as 

breast cancer, prostate cancer, or ovarian cancer. 

The terms "treating," "treatment," and "therapy" as used herein refer lo curative therapy, 
prophylactic therapy, and preventative therapy. 
^ The term "mammal" as used herein refers to any mammal classified as a mammal, including 

humans, cows, Viorses, dogs and cats. In a preferred embodiment of the invention, the mammal is a human. 
II Compositions and Methods of the Invention 

The present invention provides a novel cytokine related to the TNF 1 igand family, the cytokine 
identified herein as "Apo-2 ligand." The predicted mature amino acid sequenceof human Apo-2 ligand contains 
10 281 amino acids, and has a calculated molecular weight of approximately 32.5 kDa and an isoelectric point of 
approximately 7.63. There is no apparent signal sequence at the N-terminus, although hydropathy analysis 
indicatesthe presence of a hydrophobic region between residues 15 and 40. The absence of a signal sequence 
and the presence of an internal hydrophobic region suggests that Apo-2 ligand is a type II transmembrane 
protein. A potential N-linked glycosylation site is located at residue 109 in the putative extracellular region. 
15 The putative cytoplasmic region comprises amino acid residues 1-14, the transmembrane region comprises 
amino acid residues 15-40 and the extracellular region comprises amino acid residues 41-281, shown in Figure 
1 A. Soluble extracellulardomain Apo-2 ligand polypeptides are included within the scopeofthe invention and 
include, but are not limited to, Apo-2 ligand polypeptides comprising amino acid residues 1 14-281, 92-281, or 
91-281 of the extracellular region, shown in Figure 1A. 
20 The present invention also provides Apo-2L substitutional variants. As described herein, 

alanine scanning techniques were utilized to identify several substitutional variant molecules having biological 
activity. Particular substitutional variants of the Apo-2 ligand comprise amino acids 91-281 of Figure 1A in 
which at least one of the amino acids at positions 203, 218 or 269 are substituted by an alanine residue. These 
substitutional variants are identified as ,, D203A";"D218A"and H D269A. W This nomenclature is used to identify 
25 Apo-2 ligand polypeptides comprising for instance, amino acids 9 1-281 ofFigure 1 A, wherein the aspartic acid 
residues at positions 203, 2 1 8, and/or 269 (using the numbering shown in Figure 1 A) are substituted by alanine 
residues. Optionally, the substitutional variants may include one or more of these three different site 
substitutions. 

A. Preparation of Apo-2 Ligand 

30 The description below relates primarily to production of Apo-2 ligand by culturing cells 

Transformed or transfected with a vector containing Apo-2 ligand nucleic acid and recovering the polypeptide 
from the cell culture. It is of course, contemplated that alternative methods, which are well known in the art, 
may be employed to prepare Apo-2 ligand. 

1. Isolation of DMA Encoding Apo-2 Ligand 

35 The DNA encoding Apo-2 ligand may be obtained from any cDNA library prepared from 

tissue believed to possess the Apo-2 ligand mRNA and to express it at a detectable level. Accordingly, human 
Apo-2 ligand DNA can be conveniently obtained from a cDNA library prepared from human tissues, such as 
the bacteriophage library of human placental cDNA described in Example 1. The Apo-2 ligand-en coding gene 
may also be obtained from a genomic library or by oligonucleotide synthesis. 



-9- 




10 



. • • . • 

PCT/US99/O1039 

WO 99/36535 Librarjes ^ be ^ probes (such as annbo dies to the Apo-2 ligand or 

Ceotidesof at least about 20-80 bases) designed to identify the gene of interest or the protein encoded 
I' Examples of oligonucleotide^ are provided in Example 1 . Screening^ cDNA or genomic library 
Lilted probe may be conducted using standard procedures, such as described in Sambrook et al., 
T^n.-- * ■ ■»—«■» Manual (New York: Cold Spring Harbor laboratory Press, 1989). An 
^^stoisoiatetbegene^ngApo-2 ligand is to use PCR methodology ISantbrooK B 

■ , et a) £CE P ' ; T- * ■ aboratory Manual (Cold Spring Harbor Laboratory Press, 1995)]. 
D ApreferredmethodofscreeningemploysselectedoligonucleotidesequencestoscreencDNA 

«. • .from various human tissues. Example 1 below describes techniquesfor screeninga cDNA hbrary wtth 
TLntoli^onucleotideprobe, The o.igonuc.eotidesequences selected as probes shou.d be of sufficient 
WO t nd sufficient* unambiguous so that false positives are minimized. The oligonucleotide is preferably 
!T! 1 such that it can be detected upon hybridization to DNA in the library being screened. Methods of 
labeled sucn 1:1.- 32p_i abe i e d ATP, biotinylation or 

, i» „ e we 11 known in the art, and include the use of radiolabels like P-labelea Air, y 
labeling a» e ww 

enzyme labeling- ^ ^ ^ ^ ^ ^ ^ ^ fcy screening selected 

nWA or £enon ,ic libraries using the. deduced amino acid sequence disclosed herein, and, if necessary, usmg 
dional primer extension procedures as described in Sambrook et a.. aw to detect precursors and 
conven ed5ates of mR>IA that may not have been reverse-transcribed into cDNA. 

P Amino acid sequence variants of Apo-2 ligand can be prepared by inducing appropriate 

, tid echanges into the Apo-2 ligand DNA, or by synthesis of the desired A P o-2 ligand polypept.de. Such 
' Tre reseht msenions, substitutions, and/or deletions of residues within or at one or both of the ends of 

^cellular region, the transmembrane region, or the extracellular region, or of the amino acid sequence 

TZ efUll-len^^^ 

7 Ide to arrive at the final construct, provided that the final construct possesses, for instance, the desired 
^ t I activity as defined herein, in a preferred embodiment, the variants have at least about 80 % amino acid 
5 ce ^entity, more preferably, at .east about 9 0 o/ 0 sequence identity, and even more preferably, at least 

T 95V sequence identity with the sequences identified herein for the intrace.lu.ar, transmembrane, or 
ceLar regions of Apo-2 ligand, or the ful.-.ength sequence for Apo-2 Hgand. The amino acid changes 
To may alter post-national processes of the Apo-2 Hgand, such as changing the number or position of 

,i*t;nn sites or altering the membrane anchoring characteristics. 
30 glycosylate ^ ^ ^ ^ ^ ^ ^ _ ^ ^ using aRy rf ,„« 

v, • lie , a „dguideHnesforconser^ 
Tl elude oHgonucleotide-mediated (site-directed) mutagenesis, alanine scanning, and PCR mutagenesis. 

Scanning amino acid analysis can be employed to identify one or more amino acids a»ong a 
teu ous sequence. Among the preferred scanning amino acids are relatively smaH, neutral amino acds. 
35 r amino acids include alanine, glycine, serine and cysteine. Alanine is typical .y a prefened scanning amino 
t Inethis groupbecause it e.iminatesthe side-chain beyond the beta-carbon and is .ess likely to alter the 
nTm conformation of the variant. Cunningham et al., ^ 244:1081 (1989),. Alanine is also 
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typically preferred because it is the most common amino acid. Further, it is frequently found in both buried and 

exposed positions [Crejohton. The Proteins . (W.H. Freeman & Co., NY); Chothia, J. Mot. Biol. . 1 50 : 1 (1976)]. 

Variations in the Apo-2 ligarid sequence also included within the scope of the invention relate 
to amino-terminalderivativesor modified forms. Such Apo-2 ligand sequences include any of the Apo-2 ligand 
5 polypeptidesdescribedhereinhavingamethionineormodified methionine (such as formyl methionyl or other 
blocked methionyl species) at the N-terminus of the polypeptide sequence. 

2- Insertion of Nucleic Acid into A Replicable Vector 

The nucleic acid (e.g., cDNA or genomic DNA) encodingnative or variant Apo-2 ligand may 
be inserted into a replicable vector for further cloning (amplification of the DNA) or for expression. Various 
10 vectors are publicly available. The vector components generally include, but are not limited to, one or more of 
the following: a signal sequence, an origin of replication, one or more marker genes, an enhancer element, a 
promoter, and a transcription termination sequence, each of which is described below. 

(i) Signal Sequence Component 

The Apo-2 ligand may be produced recombinantly not only directly, but also as a fusion 
15 polypeptide with a heterologous polypeptide, which may be a signal sequence or other polypeptide having a 
specific cleavage site at the N-terminus of the mature protein or polypeptide. In general, the signal sequence 
may be a component of the vector, or it may be a part of the Apo-2 ligand DNA that is inserted into the vector. 
The heterologous signal sequence selected preferably is one that is recognized and processed (i.e., cleaved by 
a signal peptidase) by the host cell. The signal sequence may be a prokaryotic signal sequence selected, for 
20 example, from the group of the alkaline phosphatase, penicillinase, I pp, or heat-stable enterotox in II leaders. 
For yeast secretion the signal sequence may be, e.g., the yeast invertase leader, alpha factor leader (including 
Saccharomyces and Kluyveromyces a- factor leaders, the latter described in U.S. Pat. No. 5,010,1 82), or acid 
phosphatase leader, the C. albicans glucoamylase leader (EP 362,179 published 4 April 1990), or the signal 
described in WO 90/13646 published 15 November 1990. In mammalian eel: expression the native Apo-2 
25 ligand presequence that normally directs insertion of Apo-2 ligand in the cell membrane of human cells in vivo 
is satisfactory, although other mammalian signal sequences may be used to direct secretion of the protein, such 
as signal sequences from secreted polypeptides of the same or related species, as well as viral secretory leaders, 
for example, the herpes simplex glycoprotein D signal. 

The DNA for such precursor region is preferably ligated in reading frame to DNA encoding 

■ ♦ 

30 Apo-2 ligand. 

(ii) Origin of Replication Component 

Both expression and cloning vectors contain a nucleic acid sequence that enables the vector 
to replicate in one or more selected host cells. Generally, in cloning vectors this sequence is one that enables 
the vector to replicate independently of the host chromosomal DNA, and includes origins of replication or 
35 autonomously replicating sequences. Such sequences are well known for a variety of bacteria, yeast, and 
viruses. The origin of replication from the plasmid pBR322 is suitable for most Gram-negative bacteria, the 2u 
plasmid origin is suitable for yeast, and various viral origins (SV40, polyoma, adenovirus, VSV or BPV) are 
useful for cloning vectors in mammalian cells. Generally, the origin of replication component is not needed for 
mammalian expression vectors (the SV40 origin may typically be used because it contains the -early promoter). 
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WO 99/36535 jy| ost expression vectors are "shuttle" vectors, i.e., they are capable of replication in at least 
one class of organisms but can be transfected into another organism for expression. For example, a vector is 
cloned in £. coli **nd then the same vector is transfected into yeast or mammalian cells for expression even 
though it is not capable of replicating independently of the host cell chromosome. 

13N A may also be amplified by insertion into the host genome. This is readily accomplished 
usina Bacillus species as hosts, for example, by including in the vector a DNA sequence that is complementary 
to a sequence found in Bacillus genomic DNA. Transfectionof £tfc/7/u5 with this vector results in homologous 
recombination with the genome and insertion of Apo-2 ligand DNA. However, the recovery of genomic DNA 
encoding Apo-2 ligand is more complex than that of an exogenously replicated vector because restriction 
enzyme digestion is required to excise the Apo-2 ligand DNA. 

(iii) Selection Gene Component 
Expression and cloning vectors typically contain a selection gene, also termed a selectable 
marker This gene encodes a protein necessary for the survival or growth of transformed host cells grown in 
a selective culture medium. Host cells not transformed with the vector containing the selection gene will not 
15 survive in the culture medium. Typical selection genes encode proteins that (a) confer resistance to antibiotics 
or other toxins, ampicillin, neomycin, methotrexate, or tetracycline, (b) complement auxotrophic 

deficiencies, or (c) supply critical nutrients not availablefrom complex media, e.g., the gene encoding C-atonrc 
racemase for Bacilli 

One example of a selection scheme utilizes a drug to anest growth of a host cell. Those cells 
that are successfu 1 ly transformed with a heterologous gene produce a protein conferring drug resistance and thus 
survive the selection regimen. Examples of such dominant selection use the drugs neomycin [Southern et al., 
j AppI. jg gneL, 1:327 (1982)], mycophenolic acid (Mulligan et al, Science, 2S2'A^22 (1980)] or 

hygromycin [Sugden et al., Mol. Cell. Biol., 5:410-413 (1985)]. The three examples given above employ 
bacterial genes under eukaryotic control to convey resistance to the appropriate drug G418 or neomycin 
25 (geneticin), xgpt (mycophenolic acid), or hygromycin, respectively. 

Another example of suitable selectable markers for mammalian cells are those that enable the 
identification of cells competent to take up the Apo-2 ligand nucleic acid, such as DHFR or thymidine kinase. 
The mammalian cell transform ants are placed under selection pressure that only the transforrnants are uniquely 
adapted to survive by virtue of having taken up the marker. Selection pressure is imposed by culturing the 
30 transforrnants under conditions in which the concentration of selection agent in the medium is successively 
changed, thereby leading to amplification of both the selection gene and the DNA that encodes Apo-2 ligand. 
Amplification is the process by which genes in greater demand for the production of a protein critical for growth 
are reiterated in tandem within the chromosomes of successive generations of recombinant cells. Increased 
quantities of Apo-2 ligand are synthesized from the amplified DNA. Other examples of amplifiable genes 
35 include metallothionein-1 and -II, adenosine deaminase, and ornithine decarboxylase. 

Cells transformed with the DHFR selectiongene may first be identifiedby culturing all of the 
transforrnants in a culture medium that contains methotrexate (Mtx), a competitive antagonist of DHFR. An 
appropriate host cell when wild-type DHFR is employed is the Chinese hamster ovary (CHO) cell line deficient 
in DHFR activity, prepared and propagated as described by Urlaub et al., Proc.Natl. Acad. Scj. USA, 72:42 * 6 
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(1980). The transformed cells are then exposed to increased levels of methotrexate. This leads to the synthesis 

of multiple copi es °f lrie DHFR gene, and, concomitantly, multiple copies of other DNA comprising the 

m 

expression vectors, such as the DNA encoding Apo-2 ligand. This amplification technique can be used with 
any otherwise suitable host, e.g., ATCC No. CCL61 CHO-KI, notwithstanding the presence of endogenous 
5 DHFR if, for example, a mutant DHFR gene that is highly resistant to Mtx is employed (EP 1 17,060). 

Alternatively, host cells (particularly wild-type hosts that contain endogenous DHFR) 
transformed or co-transformed with DNA sequences encoding Apo-2 ligand, wild-type DHFR protein, and 
another selectat>l emar k er such as aminoglycosideS'-phosphotransferase (APH) can be selected by cell growth 
in medium containing a selection agent for the selectable marker such as an aminoglycosidic antibiotic, e.g., 
10 kanamycin, neomycin, or G4 18. See U.S. Patent No. 4,965,199. 

A suitable selection gene for use in yeast is the trp\ gene present in the yeast plasm id YRp7 
[Stinchcomb et al Nature , 282:39 (1 979); Kingsman et al., Gene r 7:141 (1979); Tschemperet a!., Gene, JO: 157 
(1 980)]. The trp 1 gene provides a selection marker for a mutant strain of yeast lacking the ability to grow in 
tryptophan, for example, ATCC No. 44076 or PEP4-1 [Jones. Genetics . 85-23-33 ( ] 977)]. The presence of the 
15 trp\ lesion in the yeast host cell genome then provides an effective environment for detecting transformation 
by arowth in the absence of tryptophan. Similarly, Len2 -deficient yeast strains (ATCC 20,622 or 38,626) are 
complemented t>y known plasmids bearing the Leu2 gene. 

In addition, vectors derived from the 1.6 um circular plasrnid pKDl can be used for 
transformation of Klvyveromyces yeasts [Bianchi et aL Curr. Genet. . 12:185 (1987)]. More recently, an 
20 expression system for large-scale production of recombinant calf chymosin was reported for K. lactis [Van den 
Berg, B i o/Tech n ° 1 og v - 5: 1 35 ( 1 990)]. Stable multi-copy expression vectors for secretion of mature recombinant 
human serum albumin by industrial strains of Kluyveromyces have also been disclosed [Fleer et al., 
Rionechnolog* :, 2:968-975 (1991)]. 

(iv) Promoter Component 

25 Expression and cloning vectors usually contain a promoter that is recognized by the host 

organism and is operably linked to the Apo-2 ligand nucleic acid sequence. Promoters are untranslated 
sequences located upstream (5') to the start codon of a structural gene (generally within about 1 00 to 1 000 bp) 
that control the transcription and translation of a particular nucleic acid sequence, such as the Apo-2 ligand 
nucleic acid sequence, to which they are operably linked. Such promoters typically fall into two classes, 
30 inducible and constitutive. Inducible promoters are promoters that initiate increased levels of transcription from 
DNA under their control in response to some change in culture conditions, e.g., the presence or absence of a 
nutrient or a change in temperature. At this time a large number of promoters recognized by a variety of 
potential host cells are well known. These promoters are operably linked to Apo-2 ligand encoding DNA by 
removing the promoter from the source DNA by restriction enzyme digestion and inserting the isolated promoter 
35 sequence into the vector. Both the native Apo-2 ligand promoter sequence and many heterologous promoters 
may be used to direct amplification and/or expression of the Apo-2 ligand DNA. 

Promoters suitablefor use with prokaryotic hosts include the (5- lactamase and lactose promoter 
systems [Chang et al., Nature . 225-6 15 (1 978); Goeddel et al., Nature. 211:544 ( 1 979)], alkaline phosphatase, 
a tryptophan (trp) promoter system [Goeddel, Nucleic Acids Res.. 8:4057 (1980); EP 36,776], and hybrid 
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^romoSrs sue* as the tac promoter [deBoer et a!., Proc Natl Ar*d Sci. USA. 80:21-25 (1983)]. However, 
other known bacterial promoters are suitable. Their nucleotide sequences have been published, thereby enabling 
a skilled worker operably to ligatethem to DNA encodingApo-2 ligand [Siebenlist et al., Cell, 20:269 (1980)] 
using linkers or adaptorsto supply any required restriction sites. Promoters for use in bacterial systems also will 
contain a Shine- Da lgarno (S.D.) sequence operably linked to the DNA encoding Apo-2 ligand. 

Promoter sequencesare known for eukaryotes. Virtuallyall eukaryotic genes have an AT-rich 
region located approximately 25 to 30 bases upstream from the site where transcription is initiated. Another 
sequence found 70 to 80 bases upstream from the start of transcription of many genes is a CXCA AT region 
where X may any nucleotide. At the 3* end of most eukaryotic genes is an AATAAA sequence that may be 
the signal for addition of the poly A tail to the 3* end of the coding sequence. All of these sequences are suitably 

inserted into eukaryotic expression vectors. 

Examples of suitable promoting sequences for use with yeast hosts include the promoters for 
3.phosphoglycerate kinase [Hitzeman et al., J. Biol. Chem. . 255:2073 ( 1 980)] or other glycolytic enzymes [Hess 
et aJ ^ j^a Hv. Enzvme Reg.. 7:149 (1968); Holland, Biochemistry. 12:4900 (1978)], such as enolase, 
oiyceraldehyde-3-phosphate dehydrogenase, hexokinase, pyruvate decarboxylase, phosphofructokinase, 
glucose-6-phosphate isomerase, 3-phosphoglycerate mutase, pyruvate kinase, triosephosphate isomerase, 
phosphoglucose isomerase, and glucokinase. 

Other yeast promoters, which are inducible promoters having the additional advantage of 
transcription controlled by growth conditions, are the promoter regions for alcohol dehydrogenase 2, 
20 isocytochrome C, acid phosphatase, degradative enzymes associated with nitrogen metabolism, metal loth ione in, 
oiyceraldehy<*e-3-phosphate dehydrogenase, and enzymes responsible for maltose and galactose utilization. 
Suitable vectors and promoters for use in yeast expression are further described in EP 73,657. Yeast enhancers 

also are advantageously used with yeast promoters. 

Apo-2 ligand transcription from vectors in mammalian host cells is controlled, for example, 
25 by promoters obtained from the genomes of viruses such as polyoma virus, fowlpox virus (UK 2,21 1 ,504 
published 5 July 1989), adenovirus (such as Adenovirus 2), bovine papilloma virus, avian sarcoma virus, 
cytomegalovirus, a retrovirus, hepatitis-B virus and most preferably Simian Virus 40 (SV40),from heterologous 
mammalian promoters, e.g., the actin promoter or an immunoglobulin promoter, from heat-shock promoters, 
and from the promoter normally associated with the Apo-2 ligand sequence, provided such promoters are 

30 compatible with the host cell systems. 

The early and late promoters of the SV40 virus are conveniently obtained as an SV40 
restriction fragment that also contains the SV40 viral origin of replication [Fiers et al., "Nature , 222.: 113(1 978); 
Mulligan and Berg. Science. 202:1422-1 427(1 980); Pavlakiset al., Proc. Natl. Acad. Scj T USA, 78:7398-7402 

(1981) ]. The immediate early promoter of the human cytomegalovirus is conveniently obtained as a Hindlll 
35 E restriction fragment [Greenaway et al., Gene, 1^:355-360 (1982)]. A system for expressing DNA in 

mammalian hosts using the bovine papilloma virus as a vector is disclosed in U.S. Patent No. 4,419,446. A 
modification of this system is described in U.S. Patent No. 4,601,978 [See also Gray et al., Nature, 295:503-508 

(1982) on expressing cDNA encoding immune interferon in monkey cells; Reyes et al., Nature , 222:598-601 
(1982) on expression of human P-interferon cDNA in mouse cells under the control of a thymidine kinase 
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promoter from herpes simplex virus; Canaani and Berg, Proc. Natl, Acad. Sci. USA 79:5166-5170 ( 1 982) on 

expression of the human interferon pi gene in cultured mouse and rabbit cells; and Gorman et ah, Proc. Natl 
Acad. Sci. USA. 22:6777-6781 (1982)on expressionof bacterial CAT sequences in CV-1 monkey kidney cells, 
chicken embryo fibroblasts, Chinese hamster ovary cells, HeLa cells, and mouse NIH-3T3 cells using the Rous 
5 sarcoma virus long terminal repeat as a promoter], 

(v) Enhancer Element Component 
Transcription of a DNA encoding Apo-2 ligand by higher eukaryotes may be increased by 
inserting an enhancer sequence into the vector. Enhancers are cis-acting elements of DNA, usually about from 
10 to 300 bp, tHat act on a promoter to increase its transcription. Enhancers are relatively orientation and 
10 position independent,having been found 5' [Laiminset aL Proc. Natl. Acad. Sci. USA. 78:993 (1981)] and 3' 
[Lusky et a!., feflol. Cell Bio,, 1:1 108 (1983)] to the transcription unit, within an intron [Banerji et ah, Cell . 
33:729 (1983)), as well as within the coding sequence itself [Osborne et aL Mol. Cell Bio.. 4:1293 (1984)]. 
Many enhancer sequences are now known from mammalian genes (globin, elastase, albumin, a- fetoprotein, and 
insulin). Typically* however, one will use an enhancer from a eukaryoticcell virus. Examples include the SV40 
15 enhancer on the late side of the replication origin (bp 100-270), the cytomegalovirus early promoter enhancer, 
the polyoma enhancer on the late side of the replication origin, and adenovirus enhancers. See also Yaniv, 
Nature , 222:17-1 8 (1982) on enhancing elements for activation of eukary otic promoters. The enhancer may be 
spliced into the vector at a position 5* or 3* to the Apo-2 ligand-encoding sequence, but is preferably located at 
a site 5* from the promoter. 
20 ( v 0 Transcription Termination Component 

Expression vectors used in eukaryotic host cells (yeast, fungi, insect, plant, animal, human, 
or nucleated cells from other multicellular organisms) will also contain sequences necessary for the termination 
of transcription and for stabilizing the mRNA. Such sequences are commonly available from the 5* and, 
occasionally 3\ untranslated regions of eukaryotic or viral DNAs or cDNAs. These regions contain nucleotide 
25 segments transcribed as polyadenyiated fragments in the untranslated portion of the mRNA encoding Apo-2 
ligand. 

(vii) Construction and Anal ysis of Vectors 

Construction of suitable vectors containing one or more of the above-listed components 
employs standard ligation techniques. Isolated plasmids or DNA fragments are cleaved, tailored, and re-ligated 
30 in the form desired to generate the plasmids required. 

For analysis to confirm correct sequences in plasmids constructed, the ligation mixtures can 
be used to transform E. co//K1 2 strain 294 (ATCC31,446)and successful transform ants selected by ampicillin 
or tetracycline resistance where appropriate. Plasmids from the transformants are prepared, analyzed by 
restriction endonuclease digestion, and/or sequenced by the method of Messing et aL, Nucleic Acids Res. . g:309 
35 (1981) or by the method of Max am et aL. Methods in Enzvmolopv. 65:499 (198Q). 

(viii) Transient Expression Vectors 

Expression vectors that provide for the transient expression in mammalian cells of DNA 
encoding Apo-2 ligand may be employed. In general, transient expression involves the use of an expression 
vector that is able to replicate efficiently in a host cell, such that the host cell accumulates many copies of the 
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^eS 5 ve!tor and, in turn, synthesizeshigh levels of a desired polypeptide encoded by the expression vector 
islmbrooket al., supra}. Transient expression systems, comprising a suitable expression vector and a host cell, 
allow for the convenient positive identification of polypeptides encoded by cloned DNAs, as well as for the 
rapid screening of such polypeptides for desired biological or physiological properties. Thus, transient 
Txpression systems are particularly useful in the invention for purposes of identify ing analogs and variants of 

Apo-2 ligand that are biologically active Apo-2 ligand. 

Cx*\ Suitable Exemplary Verf hratp Cell Vectors 
Other methods, vectors, and host cells suitable for adaptations the synthesis of Apo-2 ligand 
in recombinant vertebrate cell culture are described in Gething et al., Nature, 222:620-625 (1981); Mantei et 
al Nature 2£L.4°- 46 (1 979); EP 1 17,060; and EP 1 1 7,058. A particularly useful plasmid for mammalian cell 
culture expression of Apo-2 ligand is pRK5 [EP 307,247; also described in Example 1] or pSV16B [WO 

91/08291 published 13 June 1991]. 

3. Selection anH Transfo rmation of Host Cells 

Suitable host cells for clon ing or expressing the DMA in the vectors herein are the prokaryote, 

. wher eukaryote cells described above. Suitable prokaryotes for this purpose include but are not 
15 yeast, or nigner «- j 

limited to eubacteria, such as Gram-negative or Gram-positiveorganisms, for example, Enterobactenaeeae such 

T Escherichia, *8-* & coli, Enterobacter, Erwinia, Klebsiella, Proteus,. Salmonella, e.g., Salmonella 

35 himurium, Serratia, e.g., Serralia marcescans, and Shigella, as well as Bacilli such as B. subtilis and B. 

Zhliformis {e.g. , B. licheniformis 4 1 P disc losed in DD 266,7 1 0 published 12 April 1 989), Pseudomonas such 

20 as *P aeruginosa, and Streptomyces. Preferably, the host cell should secrete minimal amounts of proteolytic 

enzymes. 

In addition to prokaryotes, eukaryotic microbes such as filamentous fungi or yeast are suitable 
cloningor expression hosts for Apo-2 ligand-encod ing vectors. Saccharomyces cerevisiae, or common baker's 
yeTsl, is the most commonly used among lower eukaryotic host microorganisms. However, a number of other 

and strains are commonly available and useful herein. 

25 genera, species, *• 

Suitable host cells for the expression of glycosylated Apo-2 hgand are derived from 
multicellular organisms. Such host cells are capable of complex processing and glycosylate activities, in 
"rinciple, any higher eukaryotic cell culture is workable, whether from vertebrate or invertebrate culture. 
Examples of invertebrate cells include plant and insect cells. Numerous baculoviral strains and variants and 
30 cILponding permissive insect host cells from hosts such as Spodopterafrugiperda (caterpillar),/le<fes aegypti 
3 (losquito), Aedes albopictus (mosquito), DrosophUa melanogaster (fruitlly), and Bombyx mori have been 
identified [See, e.g., Luckow et al., Biotechnology. 6:47-55 (1988); Miller et al., in Genetic Engineering , 
Setlow et al., eds., Vol. 8 (Plenum Publishing, 1986), pp. 277-279; and Maeda et al., Items. 3_L5_:592-594 
(1985)]. A variety of viral strains for transfection are publicly available, e.g., the L-l variant of Autographa 
35 californica NPV and the Bm-5 strain of Bombyx mori NPV, and such viruses may be used as the virus herein 
Lcording to the present invention, particularly for transfection of Spodopterafrugiperda ("Sf9")cells, described 

in Example 2. 

Plant cell cultures of cotton, com, potato, soybean, petunia, tomato, and tobacco can oe 
utilized as hosts. Typically, plant cells are transfected by incubation with certain strains of the bacterium 
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Agrobacterium tumefaciens^ which has been previously manipulated to contain the Apo-2 ligand-encoding 

DNA During incubation of the plant cell culture with A. tumefaciens, the DNA encoding the Apo-2 ligand is 
transferred to the plant cell host such that it is transfected, and will, under appropriate conditions, express the 
Apo-2 ligand-encoding DNA. In addition, regulatory and signal sequences compatible with plant cells are 
available, such as the nopaline synthase promoter and polyadenylation signal sequences [Depickeret a].. J. Mol. 
Appl. GerL. 1^56 1 (1 982)]. In addition, DNA segments isolated from the upstream region of the T-DNA 780 
gene are capable of activatingor increasing transcription levels of plant-expressiblegenes in recombinant DNA- 
containing plant tissue [EP 321,196 published 21 June 1989]. 

Propagation of vertebrate cells in culture (tissue culture) is also well known in the art [See, 
e g Tissue Cult ure Academic Press, Kruse and Patterson, editors (1973)]. Examples of useful mammalian host 
cell lines are monkey kidney CV1 line transformed by SV40 (COS-7, ATCC CRL 1651); human embryonic 
kidney line (293 or 293 cells subcloned for growth in suspension culture, Graham et aL J. Gen Virol. . 36 :59 
(1 977)); baby hamster kidney cells (BHK, ATCC CCL 10); Chinese hamster ovary cellsADHFR (CHO, Urlaub 
and Chasin, 2lP c - Natl - Acad Sci lJSA - 22:4216 (1980)); mouse Sertoli cells (TM4, Mather, Biol. Reprod.. 
73 243-251 (1980)); monkey kidney cells (CV1 ATCC CCL 70); African green monkey kidney cells (VERO 
76 ATCC CRL- 1 587); human cervical carcinoma cells (HELA, ATCC CCL 2); canine kidney cells (MDCK, 
ATCC CCL 34); buffalo rat liver cells (BRJL 3 A, ATCC CRL 1442); human lung cells (Wl 38, ATCC CCL 75); 
human liver cells (Hep G2, HB 8065); mouse mammary tumor (MMT 060562, ATCC CCL51); TR1 cells 
(Mather et al., AnnalsN.Y. Acad. Sci.. 283:44-68 (1982)); MRC 5 cells; and FS4 cells. 

Host cells are transfected and preferably transformed with the above-described expression or 
cloning vectors for Apo-2 ligand production and cultured in conventionalnutrient media modified as appropriate 
for inducing promoters, selecting transform ants, or amplifying the genes encoding the desired sequences. 

Transfect ion refers to the taking up of an expression vector by a host cell whether or not any 
coding sequences arc m fact expressed. Numerous methods of transfection are known to the ordinarily skilleu 
i artisan, for example, CaP0 4 and electroporation. Successful transfection is generally recognized when any 
indication of the operation of this vector occurs within the host cell. 

Transformation means introducing DNA into an organismso that the DNA is replicabie, either 
as an extrachrornosomalelement or by chromosomal integrant. Depending on the host cell used, transformation 
is done using standard techniques appropriate to such cells. The calcium treatment employing calcium chloride, 
0 as described in Sambrook et al., supra , or electroporation is generally used for prokaryotes or other cells that 
contain substantial cell-wall barriers. Infection with Agrobacterium tumefaciens is used for transformation of 
certainplant cells, as described by Shaw et al., Gene, 23:315 (1983) and WO 89/05 859 published 29 June 1989. 
In addition, plants may be transfected using ultrasound treatment as described in WO 91/00358 published 10 
January 1991. 

5 For mammalian cells without such cell walls, the calcium phosphate precipitation method of 

Graham and van der Eb, Virology. £2:456-457 (1978) is preferred. General aspects of mammalian cell host 
system transforrnationshave been described in U.S. Pat. No. 4,399,2 1 6. Transform at ions into yeast are typically 
carried out accordingto the method of Van Solingen et al.. J. Bact.. 130 :946 (1977^ and Hsiao et a!., Proc. Natl. 
Arad Sci, (USA )> 76:3829 (1979). However, other methods for introducing DNA into cells, such as by nuclear 
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electroporation, bacterial proto^ast fusion with intact cells, or polycations, e.g., polybrene, 
m o lyomithine,may also be used. For various techniques for transforming mammalian cells, see Keown et al., 
^^LJnJ£n zy mologv - 1M:527.537 (1 990). and Mansour et al., Nature, 226:34 8-3 52 (1988). 

4. Cuhuring th * Cells 

Prokaryotic cells used to produce Apo-2 ligand may be cultured in suitable media as described 

„enerally in Sambrook et al., sues. 

The mammalian host cells used to produce Apo-2 ligand may be cultured m a vanety of 
d - Examples of commercially available media include Ham's F10 (Sigma), Minimal Essential Medium 
rMEM- Sigma), RPM1-1640 (Sigma), and Dulbecco's Modified Eagle's Medium ("DMEM", Sigma). Any 
ch media may be supplemented as necessary with hormones and/or other growth factors (such as insuhn, 
transferrin, or epidermal growth factor), salts (such as sodium chloride, calcium, magnesium, and phosphate*, 
'buffers (such as HEPES), nucleosides (such as adenosine and thymidine), antibiotics (such as Gentamyc.n 
" 6 trace elements (defined as inorganic compounds usually present at final concentrations in the micromolar 
rUS e) and olucose or an equivalentenergy source. Any other necessary supplements may also be included at 
'riaJconcentrations that would be known to those skilled in the art. The culture conditions, such as 
Tperature,pH, and the like, are those previously used with the host cell selected for expression, and will be 

apparent to the ordinarily skilled artisan. 

In general, principles,protocols, and practical techniques for maximizing the product.v.ty of 

mammalian cell ■ nil, in , mhr fnnndin M ~t"t H""™ tt^hnolmtyA Practical Approach M. Butler, ed. 
20 (IRL Press, 1 99 1 ^ ^ ^ ^ encomp a S scells in cu Iture as well as cells that are 

within a host animal. 

5. Detecting G<-ne Amplif "-ation/F.xpression 

Gene amplificationand/or expression may be measured in a sample directly, for e.-ample, by 
nventional Southern blotting, Northern blotting to quantitate the transcription of mRNA [Thomas, £ro£j5l3lL 
COn 'd_ScL_llSA> 27:5201-5205 (1980)], dot blotting (DNA analysis), or in situ hybridization, using an 
^"^e^beled probe, based on the sequences provided herein. Various labels may be employed, most 
° P mmon.y radioisotopes^ particularly 3 *P. However, other techniquesmay also be employed, such as using 
" otinm odif.ednucleotidesforintroductioninto a polynucleotide. The biotin then serves as the site for bmdmg 
Javidin or a ntibodies,which may be labeled with a wide variety of labels.such as radionucleotides,fluorescers 
W nzymes Ahematively.antibodies may be employed that can recognize specific duplexes, including DNA 
I lexes RNA duplexes, and DNA-RNA hybrid duplexes or DNA- P rotein duplexes. The antibodies tn tum 
Zy be labeled and the assay may be carried out where the duplex is bound to a surface, so that upon the 
formation of duplex on the surface, the presence of antibody bound to the duplex can be detected. 

Gene expression, alternatively, may be measured by immunological methods, such as 
• mm unohistochemica. staining of cells or tissue sections and assay of cell culture or body fluids, to quantkate 
d ectly the expression of gene product. With immunohistochemical staining techniques, a cell sample « 
^ ared typically by dehydration and fixation, followed by reaction with labeled antibodies specific for the 
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gene product coup ,e d, where the labels are usually visually detectable, such as enzymatic labels, fluorescent 

labels, luminescent labels, and the like. 

Antibodies useful for irnmuriohistochemical staining and/or assay of sample fluids may be 

either monoclonal or polyclonal, and may be prepared in any mammal. Conveniently, the antibodies may be 

prepared against a native Apo-2 ligand polypeptide or against a synthetic peptide based on the DN A sequences 

provided herein or against exogenous sequence fused to Apo-2 ligand DMA and encoding a specific antibody 

epitope. 

6. Purification of Apo-2 Ligand Polypeptide 

Apo-2 ligand preferably is recovered from the culture medium as a secreted polypeptide, 
although it also may be recovered from host cell lysates when directly produced without a secretory signal. If 
the Apo-2 ligand is membrane-bound.it can be released from the membraneusing a suitable detergent solution 
{e.g. Triton-X 1 OO) or its extracellular region may be released by enzymatic cleavage. 

When Apo-2 ligand is produced in a recombinant cell other than one of human origin, the 
Apo-2 ligand is fi" ee of proteins or polypeptides of human origin. However, it is usually necessary to purify 
Apo-2 ligand from recombinant cell proteins or polypeptides to obtain preparations that are substantially 
homogeneous as to Apo-2 ligand. As a first step, the culture medium or lysate may be centrifuged to remove 
particulate cell debris. Apo-2 ligand thereafter is purified from contaminant soluble proteins and polypeptides, 
with the following procedures being exemplary of suitable purification procedures: by fractionation on an ion- 
exchange column ; ethanol precipitation;re verse phase HPLC; chromatography on s i 1 ica or on a cation-exchange 
resin such as DEAE; chromatofocusing; SDS-PAGE; ammonium sulfate precipitation; gel filtration using, for 
example, Sephadex G-75; and protein A Sepharose columns to remove contaminants such as IgG. 

In a preferred embodiment, the Apo-2 ligand can be isolated by affinity chromatography, as 

described in Example 3. 

Apo-2 ligand variants in which residues have been deleted, inserted, or substituted are 
recovered in the same fashion as native Apo-2 ligand, taking account of any substantial changes in properties 
occasioned by the variation. For example, preparation of an Apo-2 ligand fusion with another protein or 
polypeptide, e.g-> a bacteria! or viral antigen, facilitates purification; an immunoaflinity column containing 
antibody to the antigen can be used to adsorb the fusion polypeptide. In a preferred embodiment, an 
extracellular sequence of Apo-2 ligand is fused to a HiS|Q peptide and purified by Ni 2+ -chelate affinity 
chromatography- 

A protease inhibitor such as phenyl methyl sulfonyl fluoride (PMSF) also may be useful to 
inhibit proteolytic degradation during purification, and antibiotics may be included to prevent the growth of 
adventitious contaminants. One skilled in the art will appreciate that purification methods suitable for native 
Apo-2 ligand may require modification to account for changes in the character oF Apo-2 ligand or its variants 
upon expression in recombinant cell culture. 

7. Covalent Modifications of Apo-2 Lijgand Polypeptides 

Covalent modifications of Apo-2 ligand are included within the scope of this invention. Both 
native Apo-2 ligand and amino acid sequence variants of the Apo-2 ligand may t>e covalently modified. One 
type of covalent modification of the Apo-2 ligand is introduced into the molecule by reacting targeted amino 
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Sues of trie Apo-2 ligand with an organic derivatizing agent that is capable of reacting with selected side 

,k*» M- or C-terminal residues of the Apo-2 ligand. 
chains or me m 

Derivatization with bifunctionai agents is useful for crosslinking Apo-2 ligand to a water- 
insoluble support matrix or surface for use in the method for purifying anti-Apo-2 ligand antibodies, and vice- 
vTsa Commonlyused crosslinkingagents include, e.g., l,l-bis(diazoacetyl)-2-phenylethane, glutaraldehyde, 
Zhydroxysuccinimide esters, for example, esters with 4-azidosalicylic acid, homobifiinctional imidoesters, 
including disuccinimidylesters such as S^'-dithiobis^uccinimidylpropionate^nd bifunctionalmaleimidessuch 
'Tbis-N-maleimido-l.g-octane. Derivatizing agents such as me thyl-3-[(p-azidophenyl)dithio]propioimidate 
^eld photoactivatable intermediates that are capable of forming crosslinks in the presence of light. 
Alternatively, reactive water-insoluble matrices such as cyanogen bromide-activated carbohydrates and the 
reactive substrates described in U.S. Patent Nos. 3,969,287; 3,691,016; 4,195,128; 4,247,642; 4,229,537; and 

4 330 440 are employed for protein immobilization. 

Other modifications include deamidation of glutaminyl and asparaginyl residues to the 
corresponding glutamyl and aspartyl residues, respectively.hydroxylationof proline and lysine, phosphorylation 
IThydroxyl groups of seryl or threonyl residues, methylation of the a-amino groups of lysine, arginine, and 
histidine side chains [T.E rrpiohtnn Proteins: St mrtnreand Molecular Properties, W.H. Freeman & Co., San 

J ' ■,„„„ 79-86 (1983)1, acetylation of the N-terminal amine, and amidation of any C-terminal carboxyl 
Francisco, pp- * /J 

croup The modified forms of the residues fall within the scope of the present invention. 
S Another type of covalent modification of the Apo-2 ligand polypeptide included within the 

scope of this invention comprises altering the native glycosylation pattern of the polypeptide. "Altering the 
Tative giycosylationpattem" is intended for purposes herein to mean deletingone or more carbohydrate moieties 
found in native Apo-2 ligand, and/or adding one or more glycosylation sites that are not present in the native 

Apo-2 ligand. 

Glycosylation of polypeptides is typically either N-linked or O linked. N-linked refers to the 
attachment of the carbohydrate moiety to the side chain of an asparagine residue. The tripeptide sequences 
3 ^ gine-X-serineand asparagine-X-threonine,where X is any amino acid except proline, are the recognition 
sequences for enzymatic attachmentof the carbohydratemoiety to the asparagine side chain. Thus, the presence 
Tfeither of these tripeptide sequences in a polypeptide creates a potential glycosylation site. O-linked 
°, cosylation refers to the attachment of one of the sugars N-aceylgalactosamine, galactose, or xylose to a 
30 hydroxyzine acid, most commonly serine or threonine, although 5-hydroxyproline or 5-hydroxylysine may 

also be used. 

Addition of glycosylation sites to the Apo-2 ligand polypeptide may be accomplished by 
altering the amino acid sequence such that it contains one or more of the above-described tripeptide sequences 
(for N-linked glycosylation sites). The alteration may also be made by the addition of, or substitution by, one 
o^ore seruJor threonine residues to the native Apo^Z ligand sequence (for O-linked glycosylation sites). The 
Apo-2 ligand amino acid sequence may optionally be altered through changes at the DMA level, particularly by 
mutating the DN A encoding the Apo-2 ligand polypeptide at preselected bases such that codons are generated 
Lt will translate into the desired amino acids. The DNA mutation(s) may be made using methods described 
above and in U S- Pat No. 5^64,934, suEia. 
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Another means of increasing the number of carbohydrate moieties on the Apo-2 ligand 

polypeptide is by chemical or enzymatic coupling of glycosides to the polypeptide. Depending on the coupling 
mode used, the sugar(s) may be attached to (a) arginine and histidine, (b) free carboxyl groups, (c) free 
sulfhydryl groups such as those of cysteine, (d) free hydroxyl groups such as those of serine, threonine, or 
5 hydroxyproline,C e ) aromatic residues such as those of phenylalanine, tyrosine, or tryptophan, or (f) the amide 
group of glutamine. These methods are described in WO 87/05330 published 11 September 1987, and in Aplin 
and Wriston, rRC Crit. Rev. Biochem. . pp. 259-306 (1981). 

Removal of carbohydrate moieties present on the Apo-2 ligand polypeptide may be 
accomplished chemically or enzymatically. For instance, chemical deglycosylationby exposing the polypeptide 
10 to the compound trifluoromethanesulfonic acid, or an equivalent compound can result in the cleavage of most 
or all sugars except the linking sugar (N-acetylglucosamine or N- acetylgalactosamine), while leaving the 
polypeptide intact. Chemical deglycosylation is described by Hakimuddin, et ah, Arch. Biochem. Biophvs.. 
259^2 (1987) and by Edge et aL, Anal. Biochem.. 118:131 (1981). Enzymatic cleavage of carbohydrate 
moietieson polypeptidescan be achieved by the use of a variety of endo-andexo-glycosidases as described by 
15 Thotakura et ah, Meth. Enzyme?)., 138:3 50 (1987). 

Glycosylationat potential glycosylatiori sites may be prevented by the use of the compound 
runicamycinas described by Duskinet ah. J. Biol. Chem.. 257:3 1 05 (1982). Tunicamycinblocks the formation 

of protein-N-gly coside linkages. 

Another type of covalent modification of Apo-1 ligand comprises linking the Apo-2 ligand 
20 polypeptide to one of a variety of nonproteinaceouspolymers, e.g., polyethylene glycol, polypropylene glycol, 
or polyoxyalkylenes,in the manner set forth, for instance, in U.S. Patent Nos.4,640,835;4,496,689; 4,301 ,144; 
4,670,4 17; 4,79 1 , 1 92 or 4, 1 79,337. 

8. Epitope-tagged Apo-2 Ligand 

The present invention also provides chimeric polypeptides comprising Apo-2 ligand fused to 
25 another, heterologous polypeptide. In one embodiment, the chimeric polypeptide comprisesa fusion of the Apo- 
2 ligand with a tag polypeptide which provides an epitope to which an anti-tag antibody can selectively bind. 
The epitope tag is generally placed at the amino- or carboxyl- terminus of the Apo-2 ligand. The presence of 
such epitope-tagged forms of the Apo-2 ligand can be detected using an antibody against the tag polypeptide. 
Also, provision of the epitope tag enables the Apo-2 ligand to be readily purified by affinity purification using 
30 an anti-tag antibody or another type of affinity matrix that binds to the epitope tag. 

Various tag polypeptides and their respective antibodies are well known in the art. Examples 
include the flu HA tag polypeptide and its antibody 12CA5 [Field et ah. Mol. Cell. Biol. 8:2159-2165 (1988)]; 
the c-myc tag and the 8F9, 3C7, 6E10, G4, B7 and 9E 10 antibodies thereto [Evan et al., Mortar and Cellular 
Biology, £:3610-3616 (1985)]; and the Herpes Simplex virus glycoprotein D (gD) tag and its antibody 
35 [Paborsky et al., Protein Engineering , 2(6):547-553 (1990)]. Other tag polypeptides include the Flag-peptide 
[Hopp et al., pioTechnology. fi: 1 204- 12 1 0(1 988)]; the KT3 epitope peptide [Martin et al., Scjence, 251: 1 92- 
194 (I992)];an a-tubulin epitope peptide [Skinner et al.. J. B joj Chem.. 266: 1 S 1 63- 1 5 166 ( 1 99 1 )] ; and the T7 
gene 1 0 protein peptide tag [Lutz-Freyermuthet al., Proc. Natl. Acad. ScL USA. 82:6393-6397 ( 1 990)]. Once 
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tre°ta 9 g 9 po 6 lypepti^e has been selected, an antibody thereto can be generated using the techniques disclosed 
herein. 

Generally, epitope-tagged Apo-2 ligand may be constructed and produced according to the 
methods described above for native and variant Apo-2 ligand. Apo-2 ligand-tag polypeptide fusions are 
5 preferably constructed by fusing the cDNA sequence encoding the Apo-2 ligand portion in-frame to the tag 
polypeptide DNA sequence and expressing the resultant DNA fusion construct in appropriate host cells. 
Ordinarily when preparing the Apo-2 ligand-tag polypeptide chimeras of the present invention, nucleic acid 
encoding the Ap°" 2 Kgand will be fused at its 3* end to nucleic acid encoding the N-terminus of the tag 
polypeptide, however 5' fusions are also possible. Examples of epitope-tagged Apo-2 ligand are described in 

1 o further detail in Example 2 below. 

Epitope-tagged Apo-2 ligand can be purified by affinity chromatography using the anti-tag 
antibody The matrix to which the affinity antibody is attached may include, for instance, agarose, controlled 
olass or poly(styrenedivinyl)benzene). The epitope-tagged Apo-2 ligand can then be eluted from the 

affinity column using techniques known in the art. 

g Therapeutic Uses for Apo-2 Ligand 

Apo-2 ligand, as disclosed in the present specification,^ be employed therapeutically. For 
instance Apo-2 ligand can be used to induce apoptosis in mammalian cancer cells. Generally, the methods for 
inducing apoptosis in mammalian cancer cells comprise exposing the cells to an effective amount of Apo-2 
ligand This can be accomplished in vivo or ex vivo in accordance, for instance, with the methods described 
below and in the Examples. It is contemplated that the methods for inducing apoptosis can be employed in 
therapies for particular pathological conditions which are characterized by decreased levels of apoptcsis. 
Examptes of such pathological conditions include autoimmune disorders like lupus and immune-mediated 
glomerular nephritis, and cancer. Therapeutic application of Apo-2 ligand for the treatment of cancer is 

described in detail below. 

In the methods for treating cancer, Apo-2 ligand is administered to a mammal diagnosed as 

25 

having cancer. H is of c ™rse contemplated that the Aro-2 ligand can be employed in combination with still 
other therapeutic compositions and techniques, including other apoptosis-inducing agents, chemotherapy, 

radiation therapy, an<* surgery. 

The Apo-2 ligand is preferably administered to the mammal in a carrier. Suitable carriers and 

30 their formulations are described in Remington's Pharmaceutical Sciences, 16thed., 1980, Mack Publishing Co., 
edited by Oslo et al. Typically, an appropriate amount of a pharmaceutically-acceptable salt is used in the 
formulation to render the formulation isotonic. Examples of the pharmaceutically-acceptable carrier include 
saline Ringer's solution and dextrose solution. The pH of the solution is preferably from about 5 to about 8, 
and more preferably from about 7.4 to about 7.8. It will be apparent to those persons skilled in the art that 
35 certain carriers may be more preferable depending upon, for instance, the route of administration and 
concentration of Apo-2 ligand being administered. 

The Apo-2 ligand can be administered to the mammal by injection (e.g., intravenous, 
intraperitoneal, subcutaneous, intramuscular), or by other methods such as infusion that ensure its delivery to 
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the bloodstream in an effective form (see, e.g., Figure 1 5). It is also contemplated that the Apo-2 ligand can be 

administered by irt v/vo or ex vivo gene therapy. 

Effective dosages and schedules for administering Apo-2 Hgand may be determined 
empirically, and making such detenninations is within the skill in the art. It is presently believed that an 
5 effective dosage or amount of Apo-2 Hgand used alone may range from about 1 ug/kg to about 1 00 mg/kg of 
body weight or more per day. Interspecies scaling of dosages can be performed in a manner known in the art, 
pp as disclosed in Mordenti et al. T Pharmaceut. Res,. 8:1351 (1991). Those skilled in the art will understand 
that the dosage of Apo-2 Hgand that must be administered will vary depending on, for example, the mammal 
which will receive the Apo-2 ligand, the route of administration,and other drugs or therapies being administered 
10 to the mammal. 

The one or more other therapies administered to the mammal may include but are not limited 
to chemotherapy and/or radiation therapy, immunoadjuvants, cytokines, and antibody- based therapies. 
Examples include interleukins(e.g. ? 1L-1, IL-2, 1L-3, 1L-6), leukemia inhibitory factor, interferons, TGF-beta, 
erythropoietin, tHrombopoietin, anti-VEGF antibody and HER-2 antibody. Other agents known to induce 
15 apoptosisin mammalian cells may also be employed, and such agents include TNF-a, TNF-(J (lymphotoxin-a), 
CD30 ligand, 4- 1 BB ligand, and Apo-1 ligand. 

Chemotherapiescontemplated by the invention include chemical substances or drugs which 
are known in the art and are commercially available, such as Doxorubicin, 5-Fluorouracil ("5-FU"), etoposide, 
camptothecin,L.eucovorin,Cytosine arabinoside ("Ara-C"), Cyclophosphamide, Thiotepa, Busulfan, Cytoxin, 
20 Taxol, Methotrexate,Cisplatin,Melphalan, Vinblastine and Carboplatin. Preparation and dosing schedules for 
such chemotherapy may be used according to manufacturers 1 instructions or as determined empirically by the 
skilled practitioner. Preparation and dosing schedules for such chemotherapy are also described in 
Chemotherapy Service Ed., M.C. Perry, Williams & Wilkins, Baltimore, MD (1 992). 

The chemotherapy is preferably administered in a pharmaceutical ly-acceptable carrier, such 
25 as those described above for Apo-2 ligand. The mode of administration of the chemotherapy may be the same 
as employed for the Apo-2 ligand or it may be administered to the mammal via a different mode. For example, 
the Apo-2 ligand may be injected while the chemotherapy is administered orally to the mammal. Modes of 
administeringchemotherapy in combination with Apo-2 ligand are described in further detail in Examples 9-12 

below. 

- Radiation therapy can be administered to the mammal according to protocols commonly 

employed in the art and known to the skilled artisan. Such therapy may include cesium, iridium, iodine, or 
cobalt radiation- The radiation therapy may be whole body irradiation, or may be directed locally to a specific 
site or tissue in or on the body. Typically, radiation therapy is administered in pulses over a period of time from 
about 1 to about 2 weeks. The radiation therapy may, however, be administered over longer periods of time. 
v 35 Optionally, the radiation therapy may be administered as a single dose or as multiple,, sequential doses. 

The Apo-2 ligand and one or more other therapies may be administered to the mammal 
concunentlyor sequentially. Following administration of Apo-2 ligand and one or more other therapies to the 
mammal, the mammal's cancer and physiological condition can be monitored in various ways well known to 
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^Sledpractitioner. For instance, tumor mass may be observed physically, by biopsy or by standard x-ray 

imaging techniques. 

It is contemplated that Apo-2 ligand can be employed to treat cancer cells ex vivo. Such ex 
v /vo treatrn ent may be useful in bone marrow transplantation and particularly, autologous bone marrow 
"^plantation. For instance, treatment of cells or tissue(s) containing cancer cells with Apo-2 ligand, and 
'optionally , with one or more other therapies, such as described above, can be emp! oyed to induce apoptosis and 
substantially deplete the cancer cells prior to transplantation in a recipient mammal. 

Cells or tissue(s)containing cancer cells are first obtained from a donor mammal. The cells 
or tissue(s)may be obtained surgically and preferably, are obtained aseptically. In the method of treating bone 
marrow for transplantation, bone marrow is obtained from the mammal by needle aspiration. The cells or 
TsueCs) containing cancer cells are then treated with Apo-2 ligand, and optionally, with one or more other 
therapies, such as described above. Bone marrow is preferably fractionatedto obtain a mononuclear cell fraction 
(such as by centrifugation over ficoll-hypaque gradient) prior to treatment with Apo-2 ligand. 

The treated cells or tissue(s) can then be infused or transplanted into a recipient mammal. The 
1 5 recipient mammal may be the same individual as the donor mammal or may be another, heterologous mammal. 
1 For an autologous bone marrow transplant, the mammal is treated prior to the tran splant with an effective dose 
of Radiation or chemotherapy as known in the art and described for example ixi Autologous Bone Marrow 
^^ ^n: Proceedines of the Third Inte rnational Svmnosium. Dickeetal.,eos., University of Texas M.D. 
Anderson Hospital and Tumor Institute ( 1 987). 



20 q Non-Therapeutic Uses for Apo-2 Lieand 



The Apo-2 ligand of the invention also has utility in non-therapeutic applications. Nucleic 
acid sequences encodingthe Apo-2 ligand may be used as a diagnostic for tissue-specific typing. For example, 
Tocedures like in si,u hybridization, Northern and Southern blotting, and PCR analysis may be used to 
lelermine whether DMA and/or RNA encoding Apo-2 ligand is present in the cell *ype(s)being evaluated. Apo- 
6 and nucle ic acid will also be useful for the preparation of Apo-2 polypeptide t>y the recombinant techniques 

described herein. • ... 

The isolated Apo-2 ligand may be used in quantitative diagnostic assays as a control aga.nst 
which samples containingunknown quantities of Apo-2 ligand may be prepared, .Apo-2 ligand preparations are 
lo useful in generatingantibodies.as standards in assays for Apo-2 ligand (e.g., by labeling Apo-2 ligand for 
use as a standard in a radioimmunoassay, radioreceptor assay, or enzyme-linked immunoassay), in affinity 
purification techniques for example, in identifying or in isolating a receptor that binds Apo-2 ligand, and in 
wmpetitive-rype receptorbindingassays when labeled with, for instance, radioiod ine.enzymes, or fluorophores. 

Nucleic acids which encode Apo-2 ligand can also be used to generate either transgenic 
animals or "knockout" animals which, in turn, are useful in the development and screening of therapeutically 
35 useful reagents. A transgenic animal (e.g., a mouse or rat) is an animal having cells that contain a transgene, 
Lhich transgene was introduced into the animal or an ancestor of the animal at *a prenatal, e.g., an embryonic 
lage. A transgene is a DNA which is integrated into the genome of a cell from which a transgenic animal 
develops. In one embodiment, cDNA encoding Apo-2 ligand or an appropriate sequence thereof can be used 
to clone genomic DNA encoding Apo-2 ligand in accordance with established techniques and the genomic 
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sequences used to generate transgenic animals that contain cells which express DN A encoding Apo-Z ligand. 
Methods for generatingtransgenic animals, particularly animals such as mice or rats, have become conventional 
in the art and are described, for example, in U.S. Patent Nos. 4,736,866 and 4,870,009. Typically, particular 
cells would be targeted for Apo-2 ligand transgene incorporation with tissue-specific enhancers. Transgenic 
animals that include a copy of a transgene encoding Apo-2 ligand introduced into the germ line of the animal 
at an embryonic stage can be used to exam in e the effect of increased expression of DN A encodingApo-2 ligand. 

Alternatively, non-human homologues of Apo-2 ligand can be used to construct a Apo-2 
ligand "knock out" animal which has a defective or altered gene encoding Apo-2 ligand as a result of 
homologous recombination between the endogenous gene encoding Apo-2 ligand and altered genomic DNA 
encoding Apo-2 ligand introduced into an embryonic cell of the animal. For example, cDNA encoding Apo-2 
ligand can be used to clone genomic DNA encoding Apo-2 ligand in accordance w ith established techniques. 
A portion of the genomic DNA encoding Apo-2 ligand can be deleted or replaced with another gene, such as 
a gene encoding a selectable marker which can be used to monitor integration. Typically, several kilobases of 
unaltered flanking DNA (both at the 5' and 3 f ends) are included in the vector [see e.g., Thomas and Capecchi, 
Cell 52:503 (l987)fora description ofhomologous recombination vectors]. The vector is introduced into an 
embryonic stem cell line (e.g., by electroporation) and cells in which the introduced DNA has homologously 
recombined with the endogenous DNA are selected [see e.g. Li et aL, CeH, 69:91 5 < 1 992)]. The selected cells 
are then injected into a blastocyst of an animal (e.g., a mouse or rat) to form aggregation chimeras [see e.g., 
Bradley, in Teratocarcinomas and Embryonic Stem Cells: A Practical Approach* E. J. Robertson, ed. (1RL, 
Oxford, 1 987), PP- 1 1 3 " 1 52 1- A chimeric embryo can then be implanted into a suitable pseudopregnant female 
foster animal and the embryo brought to term to create a "knock out" animal. Progeny harboring the 
homologously recombined DNA in their germ cells can be identified by standard techniques and used to breed 
animals in which all cells of the animal contain the homologously recombined DNA. Knockout animals can 
be characterized for instance, for their ability to defend against certain pathological conditions and for their 
?5 development of pathological conditions due to absence of the Apo-2 ligand polypeptide. 

Anti- Apo-2 Ligand Antibody Preparation 

The present invention further provides anti-Apo-2 antibodies. Antibodies against Apo-2 
lioand may be prepared as follows. Exemplary antibodies include polyclonal, monoclonal, humanized, 
bispecific, and heteroconjugate antibodies. 
3Q 1" Polyclonal Antibodies 

The Apo-2 ligand antibodies may comprise polyclonal antibodies. Methods of preparing 
polyclonal antibodies are known to the skilled artisan. Polyclonal antibodies can be raised in a mammal, for 
example, by one or more injections of an immunizing agent and, if desired, an adjuvant. Typically, the 
immunizing agent and/or adjuvant will be injected in the mammal by multiple subcutaneous or intraperitoneal 
35 injections. The immunizing agent may include the Apo-2 ligand polypeptideor a fusion protein thereof. It may 
be useful to conjugate the immunizing agent to a protein known to be immunogenic in the mammal being 
immunized. Examples of such immunogenic proteins which may be employed include but are not limited to 
keyhole limpet hemocyanin, serum albumin, bovine thyroglobulin, and soybean trypsin inhibitor. An 
a oo r egatingagent such as alum may also be employed to enhance the mammal's immune response. Examples 
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^adjuvants wh>ich may be employed include Freund's complete adjuvant and MPL-TDM adjuvant 
(monophosphoryl Lipid A, synthetic trehalose dicorynomycolate). The immunization protocol may be selected 
by one skilled in the art without undue experimentation. The mammal can then be bled, and the serum assayed 
for antibody titer. If desired, the mammal can be boosted until the antibody titer increases or plateaus. 

2. Monoclonal Antibodies 

The Apo-2 ligand antibodies may, alternatively, be monoclonal antibodies. Monoclonal 
antibodiesmay be prepared using hybridoma methods, such as those described by Kohler and Milstein, Nature , 
256-495 (1975)- ln a hybridoma method, a mouse, hamster, or other appropriate host animal, is typically 
immunized (such as described above) with an immunizing agent to elicit lymphocytes that produce or are 
capable of producing antibodies that will specifically bind to the immunizing agent. Alternatively, the 

lymphocytes may be immunized in vitro. 

The immunizing agent will typically include the Apo-2 ligand polypeptide or a fusion protein 
thereof Cells expressing Apo-2 ligand at their surface may also be employed. Generally, either peripheral 
blood lymphocytes ("PBLs") are used if cells of human origin are desired, or spleen cells or lymph node cells 
1 5 are used if non-human mammalian sources are desired. The lymphocytes are then fused with an immortalized 
cell line using a suitable fusing agent, such as polyethylene glycol, to form a hybridoma cell [Goding, 
IvWodgnal^ ^ Academic Press, ( 1 986) pp. 59- 1 03]. Immortalized cell lines 

are usually transformed mammalian cells, particularly myeloma cells of rodent, bovine and human origin. 
Usually, rat or mouse myeloma cell lines are employed. The hybridoma cells may be cultured in a suitable 
culture medium that preferably contains one or more substances that inhibit the growth or survival of the 
unfused, immortalized cells. For example, if the parental cells lack the enzyme hypoxanthine guanine 
phosphoribosyl transferase (HGPRT or HPRT), the culture medium for the hybridomas typically will include 
hypoxanthine,arninopterin,and thymidine ("HAT medium"), which substances prevent the growth of HGPRT- 

deficient cells. 

Preferred immortalized cell lines are those that fuse efficiently, support stable high level 

25 

expression of antibody by the selected antibody-producing cells, and are sensitive to a medium such as HAT 
medium. More preferred immortalized cell lines are murine myeloma lines, which can be obtained, for instance, 
from the Salk Institute Cell Distribution Center, San Diego, California and the American Type Culture 
Collection, Manassas, Virginia. Human myeloma and mouse-human heteromyeloma cell lines also have been 
30 described for the production of human monoclonal antibodies [Kozbor, J. Immunol., 122:3001 (1984); Brodeur 
et al ^on^^jo nal Antibody Production Techniques and Applications . Marcel Dekker, Inc., New York, (1 987) 

pp. 51-63]. 

The culture medium in which the hybridoma cells are cultured can then be assayed for the 
presence of monoclonal antibodies directed against Apo-2 ligand. Preferably, the binding specificity of 
35 monoclonal antibodies produced by the hybridoma cells is determined by immunoprecipitationor by an in vitro 
binding assay, such as radioimmunoassay (RIA), fluorescein activated cell sorting (FACS) or enzyme-linked 
immunoabsorbentassay (EL1SA). Such techniques and assays are known in the art, and are described further 
in the Examples below. The binding affinity of the monoclonal antibody can, for example, be determined by 
the Scatchard analysis of Munson and Rodbard, Anal. Biochem.. JO7:220 (1980). 
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y\fter the desired hybridoma cells are identified, the clones may be subcloned by limiting 

dilution procedures and grown by standard methods [Goding, supra l. Suitable culture media for this purpose 
include, for example, Dulbecco's Modified Eagle's Medium and RPM1-1640 medium. Alternatively, the 
hybridoma cells may be grown in vivo as ascites in a mammal. 

The monoclonal antibodies secreted by the subclones may be isolated or purified from the 
culture medium or ascites fluid by conventional immunoglobulin purification procedures such as, for example, 
protein A-Sepharose,hydroxylapatitechromatography,gel electrophoresis,dialysis, or affinity chromatography. 

In one embodiment of the invention, the monoclonal antibodies may include the I Dl, 2G6, 
2E1 1 , or 5C2 antibodies described herein and in the Examples below. The monoclonal antibodies may also 
include antibodies having the same biological characteristics as the 1D1, 2G6, 2E11, or 5C2 monoclonal 
antibodies secreted by the hybridoma cell lines deposited under American Type Culture Collection Accession 
Nos. ATCC HB- 1 2256, HB- 1 2257, HB- 1 225 8, or HB- 1 2259, respect ively. The term "biological characteristics" 
is used to refer to the in vitro and/or in vivo activities of the monoclonal antibody, e.g., ability to substantially 
reduce or inhibit Apo-2 ligand-induced apoptosis or substantially reduce or block binding of Apo-2 ligand to 
its receptor. The antibody preferably binds to the same epitope as, or to substantially the same epitope as, the 
ID1,2G6,2E1 1, or 5C2 antibodies disclosed herein. This can be determined by conducting assays described 

herein and in the Examples. 

The monoclonal antibodies may also be made by recombinant DNA methods, such as those 
described in U.S. Patent Wo. 4,816,567. DNA encoding the monoclonal antibodies of the invention can be 
readily isolated and sequenced using conventional procedures (e.g., by using oligonucleotide probes that are 
capable of binding specifically to genes encoding the heavy and light chains of murine antibodies). The 
hybridoma cells of the invention serve as a preferred source of such DNA. Once isolated, the DNA may be 
placed into expression vectors, which are then transfected into host cells such as simian COS cells, Chinese 
hamster ovary (CHO) cells, or myeloma cells that do not otherwise produce immunoglobulin protein, to obtain 
the synthesis of monoclonal antibodies in the recombinant host cells. The DNA also may be modified, for 
example, by substituting the coding sequence for human heavy and light chain constant domains in place of the 
homologous murine sequences [U.S. Patent No. 4,816,567; Morrison et al., supral or by covalently joining to 
the immunoglobulincoding sequence all or part of the coding sequence for a non-immunoglobul in polypeptide. 
Such a non-imrnunoglobulin polypeptide can be substituted for the constant domains of an antibody of the 
invention, or can be substituted for the variable domains of one antigen-combining site of an antibody of the 
invention to create a chimeric bivalent antibody. 

The antibodiesmay be monovalent antibodies. Methodsfor preparing monovalent antibodies 
are well known in the art. For example, one method involves recombinant expression of immunoglobulin light 
chain and modified* heavy chain. The heavy chain is truncated generally at any point in the Fc region so as to 
> prevent heavy chain crosslinking. Alternatively, the relevant cysteine residues are substituted with another 
amino acid residue or are deleted so as to prevent crosslinking. 

In vitro methods are also suitable for preparing monovalent antibodies. Digestion of 
antibodies to produce fragments thereof, particularly, Fab fragments, can be accomplished using routine 
techniques known in the art. For instance, digestion can be performed using papain. Examples of papain 
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" d^StSare described in WO 94/29348 published 12/22/94 and U.S. Patent No. 4,342,566. Papain digestion 
of antibodies typi^^y produces two identical antigen binding fragments, called Fab fragments, each with a 
single antigen binding site, and a residual Fc fragment. Pepsin treatment yields an F(ab r ) 2 fragment that has two 
anti°en combining sites and is still capable of cross-linking antigen. 

The Fab fragments produced in the antibody digestion also contain the constant domains of 
the li°ht chain and the first constant domain (CH,) of the heavy chain. Fab 1 fragments differ from Fab 
fragments by the addition of a few residues at the carboxy terminus of the heavy chain CHj domain including 
one or more cysteines from the antibody hinge region. Fab'- Sri is the designation herein for Fab' in which the 
cysteine residue(s) of the constant domains bear a free thiol group. F(ab f ) 2 antibody fragments originally were 
10 produced as pairs of Fab' fragments which have hinge cysteines between them. Other chemical couplings of 
antibody fragments are also known. 

3. Humanized Antibodies 

The Apo-2 ligand antibodies of the invention may further comprise humanized antibodies or 
human antibodies. Humanized forms of non-human (e.g., murine) antibodies are chimeric immunoglobulins, 
immunoglobulin chains or fragments thereof (such as Fv, Fab, Fab 1 , F(ab , ) 2 or other antigen-binding 
subsequences of antibodies) which contain minimal sequence derived from non-human immunoglobulin. 
Humanized antibodies include human immunoglobulins (recipient antibody) in which residues from a 
complementarity determining region (CDR) of the recipient are replaced by residues from a CDR of a non- 
human species ( donor antibody) such as mouse, rat or rabbit having the desired specificity, affinity and capacity. 

■ ct!tnrP c Fv framework residues of the human immunoglobulin are replaced by conesponding non- 
In some insianv.c»» w 

human residues. Humanized antibodies may also comprise residues which are found neither in the recipient 
antibody nor in the imported CDR or framework sequences. In general, the humanized antibody will comprise 
substantially all of at least one, and typically two, variable domains, in which all or substantially all of the CDR 
regions conespond ic those of a non-human immunoglobulin and all or substantially all of the FR regions arc 
25 those of a human immunoglobulin consensus sequence. The humanized antibody optimally also will comprise 
at least a portion of an immunoglobulinconstant region (Fc), typically that of a human immunoglobulin pones 
et al T^auus, 221 : ^^~~^ (1986); Reichmann et ah, Nature, 332:323-329 (1988); and Presta, Curr. Op, Struct. 
BioL, 2:593-596 (1992)]. 

Methods for humanizing non-human antibodies are well known in the art. Generally, a 
30 humanized antibody has one or more amino acid residues introduced into it from a source which is non-human. 
These non-human amino acid residues are often referred to as "import" residues, which are typically taken from 
an "import" variable domain. Humanization can be essentially performed following the method of Winter and 
co-workers IJones et al., Nature. 321:522.525 ( 1 986); Riechmann et al., Nature , 222:323-327 (1 988); Verhoeyen 
1 Science 222" 1 *'* 4 ~ 1 ***{1 Qg »)] anH tVtf> method of Queen et al Proc Natl. Acad. ScL 86:10029-10033 
35 (1989) using computer modeling, by substituting rodent CDRs or CDR sequences for the corresponding 
sequences of a human antibody. Accordingly, such "humanized" antibodies are chimeric antibodies (U .S. Patent 
Mo 4 816 567), wherein substantially less than an intact human variable domain has been substituted by the 
esponding sequence from a non-human species. In practice, humanized antibodies are typically human 
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antibodies in wfrich some CDR residues and possibly some FR residues are substituted by residues from 

analogous sites in rodent antibodies. 

The choice of human variable domains, both light and heavy, to be used in making the 
humanized antit>odies is imponant in order to reduce antigenicity. According to the "best-fit" method, the 
sequence of the variable domain of a rodent antibody is screened against the entire library of known human 
variable domain sequences. The human sequence which is closest to that of the rodent is then accepted as the 
human framework (FR) for the humanized antibody [Sims et al.. J. Immunol.. 151 :2296 (1993); Chothia and 
Les k ^ Mnl. BioL , 196 :901 (1987)]. Another method uses a particular framework derived from the consensus 
sequence of all h viman antibodies of a particular subgroup of light or heavy chains. The same framework may 
be used for several different humanized antibodies [Carter et ah, Proc. Natl. Acad. Sci. USA. 89:4285 (1992); 
Presta et ah, jJjT»nnjnol t , 111:2623 (1993)]. 

It is further important that antibodies be humanized with retention of high affinity for the 
anti°en and other favorable biological properties. To achieve this goal, according to a preferred method, 
humanized antit>odies are prepared by a process of analysis of the parental sequences and various conceptual 
humanized products using three dimensional models of the parental and humanized sequences. Three 
dimensional immunoglobulin models are commonly available and are familiar to those skilled in the art. 
Computer programs are available which illustrate and display probable three-dimensional conformational 
structures of selected candidate immunoglobulin sequences. Inspection of these displays permits analysis of 
the likelv role of the residues in the functioning of the candidate immunoglobulin sequence, i.e., ihe analysis 
of residues that influence the ability of the candidate immunoglobulin to bind its antigen. In this way, FR 
residues can be selected and combined from the consensus and import sequence so that the desired antibody 
characteristic,such as increased affinity for the target antigen(s), is achieved. In general, the CDR residues are 
directly and most substantially involved in influencing antigen binding [see, WO 94/04679 published 3 March 

1994]. 

Transgenic animals (e.g., mice) that are capable, upon immunization, of producing a full 
repertoire of human antibodies in the absence of endogenous immunoglobulin production can be employed. 
For example, it has been described that the homozygous deletion of the antibody heavy chain joining region (J H ) 
gene in chimeric and germ-line mutant mice results in complete inhibition of endogenous antibody production. 
Transfer of the human germ-line immunoglobulin gene array in such germ-line mutant mice will result in the 

) production of human antibodies upon antigen challenge [see, e.g., Jakobovhset ah, Proc.Nat l. Acad. Sci. USA. 
20:255 1 -255 (1 993); Jakobovitset aL Mature. 2^2:255-258 (1993); Bruggemann et aL, Year in Immuno.. 2:33 
(1993)]- Human antibodiescan also be produced in phage display libraries [Hoogenboom and Winter, J. Mol. 
BioL, 222:381 <1991); Marks et aL, J. Mol. Biol. . 222:58 1 (1991)]. The techniques of Cole et al. and Boerner 
et al. are also available for the preparation of human monoclonal antibodies (Cole et al., Monoclonal Antibodies 

5 andCajicerJIl^ Alan R. Liss, p. 77 (1 985) and Boerner et al., J. Immunol. . 147(11 :86-95 (1991)]. 

4. Bispecific Antibodies 

Bispecific antibodies are monoclonal, preferably human or humanized, antibodies that have 
binding specificities for at least two different antigens. In the present case, one of the binding specificities is 
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Apt? fig^nd. *• one is for any other antigen, and preferably for a cell-surface protein or receptor 
or receptor subun it. 

Methods for making bispec i fie antibodies are known in the art. Traditionally.the recomb.nant 
reduction of bispecific antibodies is based on the co-expression of two immunoglobulin heavy-chain/light- 

T • where the two heavy chains have different specificities [Milstein and Cuello, Eature, 305:537-539 

chain pairs, vvnc j j 

1 983)] Because of the random assortment of immunoglobulin heavy and light chains, these hybr.domas 
uadromas) produce a potential mixture of ten different antibody molecules,of which only one has the correct 
hTecific structure. The purification of the correct molecule is usually accomplished by affinity 
cholegraphy «ep S . Similar procedures are disclosed in WO 93/08829, published 13 May 1993, and in 

0 ^unecker et al-, EME£LL 10:3655-3659 (1991). 

According to a different and more preferred approach, antibody variable domains with the 
desired binding s pecificities(antibody-antigen combining sites) are fused to immunoglobulin constant domain 

c The fusion preferably is with an immunoglobulinheavy-chainconstant domain, comprising at least 
sequences. inci K v . /run 

art of the hinge, CH2, and CH3 regions. It is preferred to have the first heavy- chain constant region (CHI) 

cLJiningthe site necessary for light-chain binding present in at least one of the fusions. DNAs encoding the 
^ irmunoglobulinheavy-chainfiisionsand, if desired, the immunoglobulinlight chain, are inserted into separate 

' mmU • n vectors, and are co-transfected into a suitable host organism. This provides for great flexibility in 
expression veciv •> 

dustingthe mutual proportionsof the three polypeptide fragments in embodiments when unequal ratios of the 
Irl polypeptide chains used in the constructionprovidetheoptimumyields.lt is, however.possible to insert 
Ywding sequences for two or alt three polypeptide chains in one expression vector when the expression of 
20 \ Ueast two polypeptide chains in equal ratios results in high yields or W hen the ratios are of no particular 
3 ! * fjcance ln a preferred embodiment of this approach, the bispecific antibodies are composed of a hybrid 
immu'noglobulinheavy chain with a first binding specificity in one arm, and a hybrid immunoglobulin heavy- 
' hain/h- ht-chain pair (providing a second binding specificity) in the other arm. It was f.und that this 
' 'mmltric structure facilitates the separation of the desired bispecific compound from unwanted 
25 aSym in0 o,obulinchaincombinations,asthe presence of an immunoglobulinlight chain ir. only one half of the 
Tecific molecule provides for a facile way of separation. This approach is disclosed in WO 94/04690 
published3 March 1994. For further details of generating bispecific antibodies see, for example, Sureshet al., 

5. Heteroconiupate Antibodies 

Heteroconjugate antibodies are also within the scope of the present invention. 
H teroconjugate antibodies are composed of two covalently joined antibodies. Such antibodies have, for 
example been proposed to target immune system cells to unwanted cells [US Patent No. 4,676,980], and for 
treatment of HlV infection [WO 91/00360; WO 92/200373; EP 03089). It is contemplated that the antibodies 
Ty be prepared in vitro using known methods in synthetic protein chemistry, including those involving 
rrosslinkingagents. For example, immunotoxinsmay be constructed using a disulfide exchange reaction or by 
fo!minga thioetherbond. Examples of suitable reagents for this purpose include iminothiolate and methy»-4- 
mercaptobutyrimidate and those disclosed, for example, in U.S. Pat No. 4,676,980. 



-30- 



993653SA1_1A> 



,~ „n/uc7C PCT/US99/01039 
WO 99/36535 

£ Uses of Ado-2 Ligand Antibodies 

Apo-2 ligand amibodies may be used in diagnostic assays for Apo-2 ligand, e.g., detecting 
its expression in specific cells, tissues, or serum. Various diagnostic assay techniques known in the art may be 
used such as competitive binding assays, direct or indirect sandwich assays and immunoprecipitation assays 
conducted in either heterogeneous or homogeneous phases [Zola, Monoclonal Antibodies: A Manual of 
Techniques . CRC Press, Inc. (1987) pp. 147-158]. The antibodies used in the diagnostic assays can be labeled 

with a detectable moiety. The detectable moiety should be capable of producing, either directly or indirectly, 

3 14 32 33 

a detectable signal. For example, the detectable moiety may be a radioisotope, such as ^H, C, P, S, or 
1 25 1 a fluorescent or chemiluminescentcompound, such as fluorescein isothiocyanate, rhodamine, or Iuciferin, 
or an enzyme, such as alkaline phosphatase, beta-galactosidaseor horseradish peroxidase. Any method known 
in the art for conjugating the antibody to the detectable moiety may be employed, including those methods 
described by Hunter et ah, Nature . 144:945 (1 962); David et al., Biochemistry. H: 1 014 (1974); Pain et al., L 
ljnm ungX Meth. , 40:219 (1981); and Nygren, J. Histochem. and Cvtochen),, 20:407 (1982). 

Apo-2 ligand antibodies also are useful for the affinity purification of Apo-2 ligand from 
recombinant cell culture or natural sources. In this process, the antibodies against Apo-2 ligand are immobilized 
on a suitable support, such a Sephadex resin or filter paper, using methods well known in the art. The 
immobilizedantibody then is contacted with a sample containing the Apo-2 ligand to be purified, and thereafter 
the support is washed with a suitable solvent that will remove substantiallyall the material in the sample except 
the Apo-2 ligand, which is bound to the immobilized antibody. Finally, the support :s washed with another 
suitable solvent that will release the Apo-2 ligand from the antibody. Apo-2 ligand antibodies also are useful 
for the affinity purification of a solubilized Apo-2 receptor or for expression cloning of an Apo-2 receptor. 

The antibodiesdisclosed herein may also be employed as therapeutics. For instance, anti-Apo- 
2 ligand antibodies which block Apo-2 ligand activity (like Apo-2 ligand- induced apoptosis) may be employed 
io treat pathological conditions or diseases associated with increased apoptosis {see, Thompson, supra], 
p yc itq Containing Apo-2 Ligand or Apo-2 Ligand Antibodies 

In a further embodiment of the invention, there are provided articles of manufacture and kits 
containing Apo-2 ligand or Apo-2 ligand antibodies which can be used, for instance, for the therapeutic or non- 
therapeutic applications described above. The article of manufacture comprises a container with a label. 
Suitable containers include, for example, bottles, vials, and test tubes. The containers may be formed from 
a variety of materials such as glass or plastic. The container holds a composition which includes an active agent 
that is effective for therapeutic or non- therapeutic applications, such as described above. The active agent in 
the composition is Apo-2 ligand or an Apo-2 ligand antibody. The label on the container indicates that the 
composition is used for a specific therapy or non-therapeutic application, and may also indicate directions for 
either in vivo or in vitro use, such as those described above. 
- The kit of the invention will typically comprise the container described above and one or more 

other containers comprising materials desirable from a commercial and user standpoint, including buffers, 
diluents, filters, needles, syringes, and package inserts with instructions for use. 

The following examples are offered for illustrative purposes only, and are not intended to limit 

the scope of the present invention in any way. 
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WO 99/36535 ^ ^ fa ^ presem speciflcation are hereby incorporated by reference in their 

entirety. 

. examples 

Allrestrictionenzymesreferredtointheexampkswerepurchasedfro^NewEnglandBiolabs 
d used accordingto manufacturerWructions. All other commercially available reagents referred to in the 
les were used according to manufacturer's instructions unless otherwise indicated. The source of those 
identified i" the following examples, and throughout the specification^ ATCC accession numbers is the 

American Type Culture Collection, Manassas, Virginia. 

FX AMPLE 1 

Unlntinn of cDNA Clones Encod i "° Human Ano-2 Ligand 
To isolate a full-length cDN A for Apo-2 ligand, a lambdagtl 1 bacteriophage library of human 
i enla , c r>N A (about 1 x 10* clones) (HL10756, commercially available from Clontech) was screened by 
h Taization with synthetic oligonucleotide probes based on an EST sequence (GenBank locus HHEA47M), 
h "h showed some degree of homology to human Fas/A P o-l ligand. The EST sequence of HHEA47M is 390 
Tp 'and when translated in its +3 frame, shows 1 6 identities to a 34 amino acid region ofhuman Apo- 1 ligand. 

equence of HHEA47M is as follows: 
rrGACCCCAATGACGAAGAGAGTATGAACAGCCCCTGCTGGCAAGTCAAGTGGCAACTCCGTC 

agctcgttagaaagatgattttgagaacctctgaggaaaccatttctacagttcaagaaaagca 
<~a aaatatttctcccctagtgagagaaagaggtcctcagagagtagcaggtcacataactgg 

rACCAGAGGAAGAAGCAACACATTGTCTTCTCCAAACTCCAAGAATGAAAAGGCTCTGGGCCG 

r a * a ataa actcctgggaatcatcaaggagtgggcattcattcctgagcaacttgcacttg ago 

AATGGTGAACTGGTCATCCATGAAAAAGGGTTTTACTACATCTATTCCCAAACATACriTlCGAT 

ttcaggagg 

SEQ ID NO:3 . 
60 bp oligonucleotide probe with the following sequence was employed m the screenmg. 

" tgac gaagagagtatgaacagcccctgctggcaagtcaagtggcaactccgtcagctcgt 

tfbridi^n wasconductedovemightat room temperaturein buffer containing20%formamide,5X SSC, 10% 
/ ,ran sulfate, 0.1%*aPiPO 4 , 0.05M NaP0 4 , 0.05 mg salmon sperm DNA, and 0.1% sodium dodecyl sulfate, 
/Led by several washes at 42X in 5X SSC, and then in 2X SSC. Twelve positive clones were idenutted 
mthecDttA Hbrary,and the positive clones were rescreenedby hybridizationto a second 60 bp oligonucleotide 
robe (not overlapping the first probe) having the following sequence: 

ggtgaactggtcatccatgaaaaagggtittactacatctattcccaaacatactttcga 

SEQ IE> N° :5 

Hvbridization was conducted as described above. 

Four resulting positive clones were identified and amplified by polymerase cha.n react.on 
, PGR) usino a primerbased on the flanking 5' vector sequence and adding an external Chi restriction site and 
a rimer based on the 3' flanking vector sequence and adding an external HindHI restriction site. PCR products 
lere gel purified and subcloned into P G EM-T (commercially available from Promega) by T-A ligation. Three 
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independent clones from different PCRs were then subjected to dideoxy DNA sequencing. DNA sequence 

analysis of these clones demonstrated that they were essentially identical, with some length variation at their 5' 
region. 

The nucleotide sequence of the coding region of Apo-2 ligand is shown in Figure 1A. 
5 Sequencing of trie downstream 3' end region of one of the clones revealed a characteristic polyadeny lation site 
(data not shown). ThecDNA contained one long open reading frame with an in it iat ion site assigned to the ATG 
codon at nucleotide positions 9 1-93. The surrounding sequence at this site is in reasonable agreement with the 
prop^pd consensus sequence for initiation sites [Kozak. J. Cell. Biol., 1 15 :887-903 (1991)]. The open reading 
frame ends at the termination codon TAA at nucleotide positions 934-936. 
IQ The predictedmature amino acid sequence of human Apo-2 ligand contains 28 1 aminoacids, 

and has a calculatedmolecularweightof approximately32.5 kDa and an isoelectric point of approximately 7.63. 
There is no apparent signal sequence at the N-terminus,ahhough hydropathy analysis (data not shown) indicated 
the presence of a hydrophobic region between residues 15 and 40. The absence of a signal sequence and the 
presence of an internal hydrophobic region suggests that Apo-2 ligand is a type II transmembrane protein. The 
15 putative cytoplasmic, transmembrane and extracellular regions are 14, 26 and 241 amino acids long, 
respectively. The putative transmembrane region is underlined in Fig. 1A. A potential N-linked glycosylation 
site is located at residue 1 09 in the putative extracellular domain. 

An alignment (using the Align™ computer program) of the amino acid sequence of the C- 
terminal region of Apo-2 ligand with other known members of the TNF cytokine family showed that, within 
20 the C-terminal region, Apo-2 ligand exhibits 23.2% identity to Apo-1 ligand (Figure IB). The alignment 
analysis showed a lesser degree of identity with other TNF family members: CD40L (20.8%), LT-a (20.2%), 
LT-P (19.6%), TNF- a (19.0%), CD30L and CD27L (15.5%), OX-40L (14.3%), and 4-lBBL<13.7%). In the 
TNF cytokine family, residues within regions which are predicted to form P strands, based on the crystal 
structures of TNF-a and LT-a [Eck et ah, J. Bio. Chem.. 264 :17595-17605 Q989); Ecketal.. J. Bio. Chem.. 
25 267 :21 19-2122 (1992)], tend to be more highly conserved with other TNF family members than are residues 
in the predicted connecting loops. It was found that Apo-2 ligand exhibits greater homology to other TNF 
family members in its putative P strand regions, as compared to homology in the predicted connecting loops. 
Also, the loop connecting putative P strands, B and B\ is markedly longer in Apo-2 ligand. 

EXAMPLE 2 

30 Expression of Human Apo-2 Ligand 

A. Pv Tiression of Full-length cDNA Fusion Construct in 293 Cells 

A full-length Apo-2 ligand cDNA fused to a myc epitope tag was constructed as follows. The 

Apo-2 ligand cDNA insert was excised from the parental pGEM-T Apo-2 ligand plasmid (described in Example 

1) by digestion with Clal and Hindlll, and inserted into a pRK5 mammalian expression plasmid {Schall et al., 
35 Ceil, 61:361-370 (1990); Suva et ah, Science. 222:893-896 (1987)], which was digested with the same 

restriction enzymes. A sequence encoding a 13 amino acid myc epitope tag 

Ser Met Glu Gin Lys Leu He Ser Glu Glu Asp Leu Asn SEQ ID NO:6 
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T "Stf S M al^lL Biol- - 5:3610-3616 (1 985)] was then inserted between codon 281 and the stopcodon 
(codon 282) at the 3' end of the Apo-2 ligand coding sequence by oligonucleotide directed mutagenes.s [Zoller 
, a , ^ydgic^^i^Ees,, 10:6487-6496 (1 982)] to give plasm id pRK5 Apo-2 Hgand-myc. 

The pRK5 Apo-2 ligand-mycplasmid was co-transfected into human 293 cells (ATCC CRL 
,57-) with a pRK5 plasmid carrying a neomycin resistance gene, by calcium phosphate precipitation. Stable 
' c J es expressing Ap<^ 

ITdia in the presence ofthe antibiotic, G4 18 (0.5 mg/mL) (G1BCO). 

To investigate the topology of Apo-2 ligand, a G4 1 8-resistant clone was analyzed by FACb 
after stainin- w it" anti-myc monoclonalantibody (m Ab) clone 9E 1 0 [Evan et al., sueq; commercially available 
* 0 ^ S 0ncog °ene Science)followedbyaphycoerythrin(PE>conjugatedgoatami-mouseantibody<commercially 
0 viable from J ackson ImmunoResearch). The FACS analysis revealed a specific positive staining shift in the 
71-2 Hgand-myc-transfected clone as compared to mock transfected cells (Fig. IC), showing that Apo-2 
P ^ d js expre ssed at the cell-surface.with its carboxy terminus exposed. Accordingly, Apo-2 ligand is believed 

to be a type 11 transmembrane protein. 

_ _ „ c - ion nfECD Fusion Construct s in 293 Ce)'<= ™* Racnlovirus 

Two soluble Apo-2 ligand extracellulardomain ("ECD") fusion constructs were prepared, in 
hch anoiher sequence was fused upstream ofthe C-terminal region of Apo-2 ligand. 

In one construct, 27 am ino acids of the herpes virus glycoprotein D ("gD") signal peptide 
[described in L^sky et al., DNA, 2:23-29 ( 1 984); Pennica et al., Pg r Natl Acad, ScL 2*1 142-1 146 (1995); 
Paborsky et al-, Protein Engineering . 2:547-553 (1 990)] and epitope tag sequence 

Lys Tyr Ala Leu Ala Asp Ala Ser Leu Lys Met Ala Asp Pro Asn Arg Phe Arg Gly Lys Asp Leu Pro Val Leu 
Asp Gin 

SE01DNO:7 . . 

re fused upstream to codons 1 14-281 of Apo-2 ligand within a pRK5 mammalian expression plasm.d. 
lhe g p sequencewas amplified from a parent plasmid, pCHAD (Genentech, prepared substantially as 
25 a"' bed in Lasky et al., Science. 211:209-2 12 (1 986)), in a PGR in which the 3' primer was complementary 
Te 3' regio o ofthe gD sequence as well as to codons 1 14-121 of Apo-2 ligand. The product was used as a 
" rimer along with a 3' primer complementary to the V end ofthe Apo-2 ligand-codingregion in a subsequent 
PCR in which the P RK5 Apo-2 ligand plasmid was used as a template. The product, encoding the gD-Apo-2 

, d ECD fusion was then subcloned into a pRK5 plasmid to give the plasmid pRK5 gD-Apo-2 ligand ECD. 

Humanembryonickidney293cells(ATCCCIU. 1573)weretransientlytransfectedwimthe 

RK5 gD- Apo-2 ligand ECD plasmid or with P RK5, by calcium phosphateprecipitation. Expression of soluble 
P D-Apo-2 ligand protein was assessedby metabolic labeling ofthe transfected cells with 35 S-Cys and S-Met. 
Cell supernatants were collected after 24 hours and cleared by centrifugation. For immunoprecipitation, 5 ml 
35 J supem atantv*ere incubated with 5B6a^ 

Thl 25 ix\ Pansorbin (Sigma) was added for another 1 hour at 4°C. The tubes were spun, the pellets were 
wa shed in PBS and boiled for 5 minutes in SDS sample buffer. The boiled samples were spun again, and the 
supernatants were subjected to SDS-PAGE and autoradiography. 
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Immunoprecipitationvvith anti-gD antibody revealed three predominant protein bands in the 

supernatants of cells transfected with the gD-Apo-2 ligand plasm id (Fig. IE). These bands migrated with 
relative molecular masses(A/r) of23,48 and 74 kDa. The calculated molecular weight of the mature gD-Apo-2 
polypeptide is approximately 22.5 kDa; hence, the observed bands may represent m on omeric<23 kDa), dimeric 
5 (48 kDa) and trim ^"ic (74 kDa) forms of the fusion protein, and indicate that Apo-2 ligand can be expressed as 
a secreted soluble gD fusion protein in mammalian cells. 

In a second construct, a Met Gly Hisj 0 sequence (derived from the plasmid pET19B, 
Movagen), followed by a 12 amino acid enterokinase cleavage site 

Met Gly His His His His His His His His His His Ser Ser Gly His He Asp Asp Asp Asp Lys His Met 
10 SEQlDNO:8 

was fused upstream to codons 1 14-281 of Apo-2 ligand within a baculovinis expression plasmid (pVL1392, 
pharmingen). Briefly, the Apo-2 ligand codon 1 14-281 region was amplified by PCR from the parent pRKS 
Apo-2 ligand plasmid (described in Example 1) with primers complementary to the 5' and 3* regions which 
incorporate flankingNdel and BamHl restriction sites respectively. The product was subcloned into pGEM-T 
15 (Promega) by T- A ligation, and the DNA sequence was confirmed. The insert was then excised by digestion 
with Ndel and BamHI and subcloned into a modified baculovinis expression vector pVL 1392 (commercially 
available from Phiarmingen) containing an amino terminal Met Gly His l0 tag and enterokinase cleavage site. 

Recombinant baculovinis was generated by co-transfecting the His 10 -Apo-2 ECD plasmid 
and BaculoGold XM virus DNA (Pharmingen) into Spodoptero fntgiperda ("Sf9 M ) cells (ATCC CRL 171!) using 
20 lipofectin (commercially available from G1BCO-BRL). After 4-5 days of incubation at 28°C, the released 
viruses were harvested and used for further amplifications. Viral infection and protein expression was 
performed as describedby O'Reilleyet al., Bacu lovirus express ion vectors: A laboratory Manual, OxfordrOxford 
University Press (1994). The protein was purified by Ni 2+ -chelate affinity chromatography, as described in 

Example 3 below. 
25 EXAMPLE 3 

Purification of Recombinant Human Apo-2 Ligand 
Extracts were prepared from recombinant virus- infected and mock-infected Sf9 cells (see 
Example 2, section B above) as described by Rupert et al., Nature . 162: 1 75-179 ( 1 993). Briefly, Sf9 cells were 
washed, resuspended in sonication buffer (25 mL Hepes, pH 7.9; 12.5 mM MgCl 2 ; 0.1 mM EDTA; 10% 
" 30 Glycerol;0.1%"N p - 4 <);0.4 M KCl),and sonicated twice for 20 seconds on ice. The sonicates were cleared by 
centrifugation, and the supernatant was diluted 50-fold in loading buffer (50 mM phosphate, 300 mM NaCl, 
10% Glycerol, pH 7.8) and filtered through a 0.45 Azm filter. A Mi 2+ -NTA agarose column (commercially 
available from Qiagen) was prepared with a bed volume of 5 mL, washed with 25 mL of water and equilibrated 
with 25 mL of loading buffer. The filtered cell extract was loaded onto the column at 0.5 mL per minute. The 
35 column was washed to baseline A 2 gn with loading buffer, at which point fraction collection was started. Next, 
the column was washed with a secondary wash buffer (50 mM phosphate; 300 mM NaCl, 10% Glycerol, pH 
6 0), which eluted n on specifically bound protein. After reaching A 2 gn baseline again, the column was 
developed with a 0 to 500 mM Imidazole gradient in the secondary wash buffer. One mL fractions were 
collected and analyzed by SDS-PAGEand silver staining or western blot with Ni 2+ ->JTA-conjugatedto alkaline 
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^hosphSQi^Sen). Fractions containing the eluted His 10 -Apo-2 Hgand protein spooled and dialyzed 

against loading feuffer. 

An identical procedure was repeated with mock-infectedSf9 cells as the start.ngmater.al, and 

the same fractions were pooled, dialyzed, and used as control for the purif.ed human Apo-2. 

SDS-PAGE analysis of the purified protein revealed a predominant band of Mr 24 kDa, 

Hinpv^ith the calculated molecular weight of 22.4 kDa fortheHis 1(r Apo-2 ligand monomer (Fig. ID, 
correspond. ngw 

lane 3)" protein sequence microanalysis(data not shown) confirmed that the 24 kDa band represents the His lflr 
T -2 ligand po lypeptide. Minor 48 kDa and 66 kDa bands were also observed, and probably represent soluble 
Ao 2 hgand homodimers and homotrimers. Chemical crosslinking of the purified His 1(r Apo-2 ligand by 

•ncubation with S ulfo-NHS(5mM) (Pierce Chemical) and EDC (Pierce Chemical) at 25 mM and 50 mM (Fig. 

iTlanes 1 and 2, respectively),shifted the protein into the 66 kDa band primarily. These results suggest that 

the predominant form of Apo-2 ligand in solution is homotrimeric and that these trimers dissociate into dimers 

and monomers the presence of SDS. 

EXAMPLE 4 

Apoptotic ActWitv of Ano - ? 1 .ioand on Human 1 .ymphoid Cell Ling 
Apoptoticactivityof purif,ed,soluble Apo-2 ligand (described in Example 3) was examined 
sin several human lymphoid cell lines. In a first study, the effect of Apo-2 ligand on 9D cells (Genentech, 
TcT derived from Epstein-Banvirus (EB V)-transformedhuman peripheral blood B cells, was examined. The 
Jd cells C5 x 1° 4 cells/well in RPM1 1640 medium plus- 10% fetal calf serum)were incubated for 24 hours with 
ither a media control, Apo-2 ligand (3 M g/ml, prepared as described in Example 3 above), or anti-Apo-1 
■ ^ J oclona l antibody, CHI 1 (1 [described by Yonehara et al., l . Fxp. Med,, 161:1747-1756 (1989); 

rommerciallyavailablefrom Medical and Biological Laboratories Co.]. The CHI 1 anh-Apo-1 antibody isan 
aoonistic antibody which mimicks Fas/Apo-1 ligand activity. 

3 After the incubation, the cells were collected onto cytospin glass slides, and photographed 

25 under an inverted light microscope. Both Apo-2 ligand and the an,i-Apo-l monoclonal antibody induced a 
Tmilar apoptotic effect, characterizedby cytoplasmiccondensationand reduction in cell numbers, (see Fig. 2A). 

The effects of the Apo-2 ligand on the 9D cells, as well as on Raji cells (human Burkitt's 
1 m homaB cell line, ATCCCCL86)and Jurkat cells (human acute T cell leukemia cell line, ATCC TIB 152) 
^ f ° rtneran alyzedbyFACS. TheFACSanalysiswasconducted,usingestablishedcriteriaforapoptoticcell 
Tath namely, the relation of fluorescence staining of the cells with two markers: (a) propidium iodide ("PI") 
^ hich sta 'i„s apoptoticbut not live cells, and (b) a fluorescent derivative of the protein, annexin V, which 
binds to the exposed, phosphatidylserine found on the surface of apoptotic cells, but not on live cells 
rDarzynkiewicz et »i w.wtcinCHlBiol.^l: 1 5-38 (1994);Fadok et al., JJmmiJnfiL 148:2207-2214(1992); 
Koopmanet al., £10^21:1415-1420(1994)). 

The 9D cells (Fig.2B), Raji cells (Fig. 2C), and Jurkat cells (Fig. 2D) were mcubated(l x 10 
cells/well) for 24 hours with a media control (left panels), Apo-2 ligand (3 ^s/ml, prepared as described in 
Example 3) (center panels), or anti-Apo-1 ligand antibody,CHl 1 (1 ^g/ml) (right panels). The cells were then 
washed stained with PI and with fluorescein thiocyanate(FlTC)-conjugatedannexin V (purchased from Brand 
7plications)and analyzedby flow cytometry. Cells negative for both PI and annexin V staining (quadrant 3) 
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represent live cells; Pl-negative, annexin V-positive staining cells (quadrant 4) represent early apoptotic cells; 

Pl-positive, annexin V-positive staining cells (quadrant 2) represent primarily cells in late stages of apoptosis. 

The Apo-2 Iigand treated 9D cells exhibited elevated extracellu lar annexin V binding, as well 

as a marked increase in uptake of PI (Fig. 2B) ? indicating that Apo-2 ligand induced apoptosis in the cells. 

5 Comparable results were obtained with anti-Apo-1 antibody, CH11 (Fig. 2B). The Apo-2 ligand induced a 

similar response in the Raji and Jurkat cells, as did the anti-Apo-1 antibody, (see Figures 2C and 2D). The 

induction of apoptosis (measured as the % apoptotic cells) in these cell lines by Apo-2 ligand, as compared to 

the control and to the anti-Apo-1 antibody, is also shown in Table 1 below. 

The activation of internucleosomal DNA fragmentation by Apo-2 ligand was also analyzed. 

10 Jurkat cells (left lanes) and 9D cells (right lanes) were incubated (2 x 1 0 6 cells/well) for 6 hours with a media 

control or Apo-2 ligand (3 pg/ml, prepared as described in Example 3), The DNA was then extracted from the 

cells and labeled with -P-ddATP using terminal transferase. The labeled DNA samples were subjected to 

electrophoresis on 2% agarose gels and later analyzed by autoradiography [Moore et al. t Cvtotechnolosy. J7: 1- 

1 1 (1 995)]. The Apo-2 ligand induced internucleosomal DNA fragmentation in both the Jurkat cells and 9D 

1 5 cells (Fig- 2E). Such DNA fragmentation is characteristicof apoptosis f Cohen. Advances in Immunol. . S0:SS-8S 

(1991)]. 

To examine the time-course of the Apo-2 ligand apoptotic activity, 9D cells were incubated 
in microtiter dishes (5 x 10 4 cells/well) with a media control or Apo-2 ligand (3 A*g/ml, prepared as described 
in Example 3) Tor a period of time ranging from G hours to 50 hours. Following the incubation, the numbers 
20 of dead and live cells were determined by microscopic examination using a hemocytometer. 

As shown in Fig. 3A, maximal levels of cell death were induced in 9D cells within 24 hours. 

To determine dose-dependency of Apo-2 ligand- induced cell death, 9D cells were incubated 
(5 x 10 4 cells/well) for 24 hours with serial dilutions of a media control or Apo-2 ligand (prepared as described 
in Example 3). The numbers of dead and live cells following the incubation were determined as described 
25 above. The results are illustrated in Fig. 3B. Specific apoptosis was determined by subtracting the % apoptosis 
in the control from % apoptosis in Apo-2 ligand treated cells. Half-maximal activation of apoptosis occurred 
at approximately 0.1 ^g/ml (approximately 1 nM), and maximal induction occurred at about I to about 3 pg/ml 
(approximately 10to30nM). 

EXAMPLE 5 

30 Apoptotic Activity of Apo-2 Lieand on Human Non-1 vmphoid 

Tumor Cell Lines 

The effect of Apo-2 ligand on human non-lymphoid tumor cell lines was examined using the 
following cell lines: HeLa (derived from human cervical carcinoma, ATCC CCL 22); ME-180 (derived from 
human cervical carcinoma, ATCC HTB 33); MCF7 (derived from human breast carcinoma, ATCC HTB 22); 
35 U-937 (derived from human hystiocytic lymphoma, ATCC CRL 1593); A549 (derived from human lung 
carcinoma, ATCC CCL 1 85); and 293 (derived from an adenovirus-transformedhuman embryonic kidney cells, 
ATCC CCL 1573). 

In the assay, 1 x 10 6 cells of each cell line were incubated for 24 hours with a media control, 
Apo-2 ligand (3 pg/ml, prepared as described in Example 3), or anti-Apo-1 monoclonal antibody, CH 1 1 (1 
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measured by FACS analysis, as described in Example 4. The 



TABLE 1 



Cell line 




% apoptotic cells J 


Control I 


Apo-2L 


I 1 ymphoid 








9D 




22.5 1 


, 92.4 I 


1 Raj« 




35.9 


73.4 


I Jurkat 




5.9 


77.0 



Anti-Apo-l Ab 



20 



25 



30 



Non-lvrnBhfii^ 




HeLa 


5.3 


MCF7 


39.9 


U-937 


3.6 


A549 


16.5 


ME- 180 


8.6 


293 


12.3 



The HeLa cells and MCF7 cells were equally sensitive to induction of apoptosis by Apo-2 
H and as compared to the CH11 anti-Apo-1 antibody. In contrast, the U-937 cells and A54 9 cells were 
markedly more sensitiveto induction of apoptosis by Apo-2 ligand. The ME-1 SO cells were quite sensitive to 
Z Apo-2 ligand, but were relatively resistant to the anti-apo-1 antibody. The 293 cells were resistant to the 
Apo-2 ligand and weakly responsive to the anti-Apo-1 antibody. 

Thus, Apo-2 ligand is capable of inducing apoptosis in cells of non-lymphoid origin, as well 
as cells of lymphoid origin (see Example 4). Also, although not fully understood and not wishing to be bound 
by any pa riiculartheory, Applicantspresently believethat Apo-2 ligand acts via a receptorwhich is distinct from 
Apo-1 . This belief is supported by the data herein showing that the cell lines described above exhibit differential 
patterns of sensitivity to Apo-2 ligand and to anti-Apo-1 antibody, (see also, Example 7 below). 

EXAMPLE 6 

Effect of Ado-2 Ligand on Human P rripheral Blood Monocytes 
Peripheral blood mononuclear cells ("PBMC") were isolated from the Woodof human donors 
by Ficoll density gradient centrifugation using Lymphocyte Separation Medium (LSM®, Organon Teknika). 
An isolated population of T cells was prepared from the PBMC by removal of B cells through surface Ig binding 
to an anti-lgcolumn and removal of monocytes through Fc receptor binding to an Ig column (R&D Systems). 



-38- 



993653SA1JA> 



WO 99/36535 PCT/US99/01039 
An isolated population of B cells was prepared from the PBMC by complement-mediatedelimination of T cells 

reacted with the anti-CD3 antibody produced by the OKT3 myeloma (ATCC, CRL 8001) and of monocytes 

reacted with a monocyte- specific antibody produced by the 4F2C 1 3 hybridoma (ATCC, HB 22). Additional 

monocyte removal was accomplished by adherence to plastic. 

The freshly isolated peripheral blood B or T cells (1 x 10* eel Is/well) were cultured for 3 days 

in the presence of a media control or Apo-2 Hgand (3 A<g/ml, prepared as described in Example 3). For 

activation, B cells were treated simultaneously with lipopolysaccharide ("LPS*\ 1 A<g/ml), and T cells were 

treated with phorbol myristate acetate ("PMA W , 1 0 ng/ml) plus ionomycin (1 pg/ml) (Sigma). For interleukin-2 

("IL-2") pretreatment, T cells were cultured for 3-5 days in the presence of IL-2 (50 U/ml) (Genzyme) before 

exposure to Apo-2 ligand. Apoptosis was determined using FACS analysts essentially as described above in 

Example 4 . However, B cells were gated by anti-CDl 9/CD20antibodies(Jackson Immunoresearch),and T cells 

were gated by anti-CD4/CD8 antibodies (Jackson Immunoresearch). The results are shown in Table 2 below, 

representing means ± SE of independent experiments [B lymphocytes - 9 experiments; T lymphocytes - 8 

experiments; T lymphocytes plus IL-2 - 5 experiments], in which 50,000 cells were analyzed per data point. 

Statistical analysis was performed using the student t-test. In Table 2, a=p<0.05 and b=p<0.02 relative to the 

respective control. 

TABLE 2 



1 Treatment 


% apoptotic 


cells 1 


Control 


Apo-2L I 


1 p lymohocvtes 










none 


40.1 ±4.1 


53.2±33 a j 




LPS 


44.8 ± 2.8 


55.9 ±32 a I 


■ 

J l Y mDhocvtes 










none 


6.3 ± 0.6 


8.2 ±0.8 1 




PMA/ionomycin 


40.3 ± 4.4 


542±33 a 




IL-2 pretreatment 


13.7 ±1^ 


34.5±4.8 b 



Apo-2 ligand induced significant apoptosis in unstimulatedB cells, in B cells activated by LPS 
and in T cells activated with PMA and ionomycin. It was previously reported that peripheral T cells can be 
predisposed to apoptosis by culturing the cells in the presence of IL-2 {Lenardo et ah, Nature, 351:858-861 
(1991)]. The present study showed that pretreatment with IL-2 did sensitize the peripheral T cells to Apo-2 
Hoand-induced death. 
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EXAMPLE 7 

Inhibition Assay 1 Jsing Fas/Ap "-1 and TNF Receptors 
An assay was conducted to determine if the Fas/Apo- 1 receptor, as well as the type 1 and type 
2 TNF receptors <TNF-R1 and TNF-R2), are involved in mediating the apoptotic activity of Apo-2 ligand by 
. test . no if soluble forms of these receptors are capable of inhibiting the apoptotic activity of purified, soluble 

Apo-2 ligand (described in Example 3). 

9D cells were incubated (5 x 10 4 cells/well)for 24 hours with a media control or Apo-2 ligand 
(0 3 *«gM prepared as described in Example 3) in the presence of buffer control, CD4-IgG control (25 pg/ml). 
soluble Apo-l-l&G (25 „g/ml), soluble TNFRl-lgG (25 „g/ml) or soluble TNFR2-lgG fusion protein (25 
50 n soluble derivatives of the Fas/Apo-1, TNF-R1 and TNF-R2 receptors were produced as IgG fusion 

■ * « described in Ashkenazi et al., Methods. 8:104-115(1 995). CD4-lgG was produced as an IgG fusion 
proteins as ae:>«-» » 

rotein as described in Byrn et al., Nature . 244:667-670 (1990) and used as a control. 

As shown in Figure 3C, none of the receptor-fusion molecules inhibited Apo-2 ligand 
apoptotic activity on the 9D cells. These results indicate that Apo-2 ligand apoptotic activity is independent of 
15 Fas/Apo-1 and of TNF-R1 and TNF-R2. 

FX AMPLE 8 

Expression of Apr>-2 Ligand mRNA i" Mammalian Tissues 
Expression of Apo-2 ligand mRNA in human tissues was examined by Northern blot analysis 
(Fi 4) Human RNA blots were hybridized to a ^P-labeled DNA probe based on the full-length Apo-2 ligand 

™ A r to a 32 P -labeled RMA probe based on the GenBank EST sequence, HHEA47M (see Example 1). 
20 cDNA, or ioa r 

Human fetal RNA blot MTN (Clontech) and human adult RN A blot MTN-H (Clontech) were .ncubated w,th 
theDNA probe, while human adult RNA blot MTN-I (Clontech) was incubated with the RNA probe. Blots were 
intubated with the probes in hybridization buffer (5 X SSPE; 2 X Denhardf s solution; 100 mg/mL denatured 
beared salmon sperm DNA; 50% formamide; 2% SDS) for 16 hours at 42°C. The blots were washed several 

-iv SSPE; 2% SDS for 1 hour at 65°C and 50% freshly deionized formamide; 1 X SSPE; 0.2% SDS 
25 times in J ■*» •j*-** * 

for 30 minutes at 65°C. The blots were developed after overnight exposure, using a phosphorimager (Fuji). 

The results are shown in Figure 4. In fetal human tissues, Apo-2 ligand mRNA expression 
was detected in lung, liver and kidney, but not in brain tissue. In adult human tissues, Apo-2 ligand mRNA 
Ixpression was detected in spleen, thymus, prostate, ovary, small intestine.peripheral blood lymphocytes, heart, 
C llacenta, lung, and kidney. Little or no expression was detected in testis, brain, skeletal muscle, and pancreas. 
The expression profile observed for Apo-2 ligand, as described above, is not identical to that of Apo- 1 ligand, 
which is expressed primarily in T cells and testis [Nagata et al., supra]. 

FX AMPLE 9 

A k - ac totic Activity of Ado-? Ligand o n Human Tumor Cell Lines 

Apoptotic activity of Apo-2 ligand (described in Example 3) on human tumor cell lines was 
further examined in the presence or absence of one of several chemotherapeutic agents. 

The followinghuman tumor cell lines were assayed: A549 (lung carcinoma, ATCC CCL 1 85); 
HCTl 16 (colon carcinoma, ATCC CCL 247); SW480 (colon adenocarcinoma, ATCC CCL 228); MDA231 
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(breast adenocarcinoma, ATCC HTB 26); HeLa (cervical carcinoma, ATCC CCL 22); ME- 1 80 (cervical 
carcinoma, ATCC HTB 33);T24 (bladder carcinoma, ATCC HTB 4); SK-N-AS (neuroblastoma, White et aL, 
ProcNslLAesd^-ScL, 22:5520-5524(1995)). Several of these cell lines express wild-type p53 while the others 
do not due to mutations, as shown in Table 3 below. The cells were plated at 2.5 x lO 5 cells/ml in 96 well plates 
and incubated overnight. The cells were cultured in the presence of 2-fold dilutions of Apo-2 ligand (ranging 
from 100 ng/ml to 0.01 ng/ml). In some of the cultures, a chemotherapeuticagent was also added for 24 hours- 
cyclohexamide ("CHX") (50 ug/ml; Sigma Chemicals), Doxorubicin (10-100 ug/ml; Pharmacia), or 5-FU (6 
mg/ml; Roche). 

After 24 hours of incubation, the cells were stained with 0.5% crystal-violet in 20% methanol. 
Cell viability was determined by eluting the dye from the stained cells with 0.1M sodium citrate (0. 1 M citric 
acid in 50% methanol), and measuring absorbance at 540 nm. 

The results are shown in the Table below. 

TABLE 3 



15 



20 




25 



30 



35 



+: 



>35% death after 24h with 100 ng/ml Apo-2L 
>70% death after 24h with 100 ng/ml Apo-2L 
>10% death after 24h with 10 ng/ml Apo-2L 

These results show that Apo-2 ligand induced cell death in tumor cell lines derived from various tumor types 
and that Apo-2L induced cell death independently of the p53 status of the tumor cells. These results also show 
that the Apo-2 ligand-induced cell death is augmented by several different chemotherapeutic drugs. 

EXAMPLE }0 
Apoptotic Activity of Apo-2 Ligand in vivo 
The effects of Apo-2 ligand were examined in tumor bearing nude mice. Nude mice (5- 10 
mice per group) (purchased from Harlan SpragueDawley)were injected (Day 0) subcutaneously with MDA231 
human breast carcinoma cells (ATCC HTB 26) (2 x 10 6 cells/mouse). The tumors were then allowed to grow 
for 14 days. On Days 14 and 15,2 ug/0.05ml/mouse Apo-2 ligand (Example 3) and/or 10 ug/0.05ml/mouse 
Doxorubicin (Pharmacia) was injected at the tumor site. Control animals were similarly injected with 0.05ml 
PBS. On Day 21, the animals were sacrificed and the tumors excised and weighed (grams). 



-41- 




» 



10 



PCT/US99/O1039 

WO 99/36535 ^ ^ ^ fa pjgure § ^ ^ shows ^ Apo _ 2 , igand ^atmem inhibited 

tumor growth by itself and that Apo-2 ligand enhanced the inhibitory effects of Doxorubicin on tumor growth. 

FX AMPLE 11 
Apoptotic Activity of Apo-2 Lig and in vivo 
The anti-tumor effects of Apo-2 ligand were also examined in tumor bearing nude mice, as 
described in Example 1 0, except that on Day 0, the mice were injected subcutan eously with HCT1 1 6 human 
colon carcinoma cells (ATCC CCL 247) (2 x 1 0 6 cells/mouse). The tumors were then allowed to grow for 14 
days On Days 1 4 and 15, 2 ug/0.05ml/mouse Apo-2 ligand and/or 10 ^g/O.OSml/mouse 5-FU (Roche) was 
injected at the tumor site. Control animals were similarly injected with 0.05ml PBS. On Day 21, the animals 
were sacrificed and the tumors excised and weighed (grams). 

The results are shown in Figure 6. These results show that Apo-2 ligand treatment inhibited 
tumor growth by itself and that Apo-2 ligand enhanced the inhibitory effects of 5-FU on tumor growth. 

EXAMPLE 12 
Apoptotic Activity of An" -? < ipand in vivo 
The anti-tumor effects of Apo-2 ligand were examined in tumor bearing nude mice, as 
described in Example 11, except that on Days 1 and 2, 10 pg/0.05ml/mouse Apo-2 ligand and/or 100 
/0.05ml/mouse was jnJected in traperitoneally. Control animals were similarly injected with PBS. 

Tumor size (mm 2 ) was then measured on Days 5, 9, and 1 5. On Day 1 5, the an imals were sacrificed and the 

tumors excised and weighed (grams). 

The results are shown in Figures 7 and 8. These results show that Apo-2 ligand is capable of 
20 ^ 

reaching the subcutaneous tumor site and exerting an anti-tumor effect even when administerc-d by 
intraperitoneal injection. Also, these results confirm the ability of Apo-2 ligand treatment to inhibit tumor 
orowth by itself and to enhance the inhibitory effects of 5-FU on tumor growth. 

FX AMPLE 13 
25 Inhibition As sav Using CrmA 

To investigate whether proteases such as ICE and CPP32/Yama play a role in apoptosis- 
induction by Apo-2 ligand, an assay was conducted to determine if CrmA blocks Apo-2 ligand-induced 
' ptosis , Ma rsters et al., Current Biology . 6:750-752 (1996)). CrmA is a poxvirus-derived inhibitor of the 
death proteases ICE and CPP32/Yama and blocks death signalling by TNFR1 and Fas/Apo-1 . In addition, to 
investigate if the "death domain" containing adaptor protein, FADD, which mediates apoptosis induction by 
Apo-1 ligand and by TNF [Chinnaiyanet al., £eJl, £1:505-512 (1995); Hsu et al., £elL £4:299-308 (1996)], is 
involved in Ap°-2 Hgand-inducedapoptosis,an assay was conductedto determine if a dominant negative mutant 
form of FADD, (FADD-DN) [Hsu etal., supra], inhibits Apo-2 ligand function [Marsterset al„ Current Biology, 
6:750-752(1996)). 

HeLa-S3 (ATCC CCL 22) cells were transfected with a pRK5-CrmA expression plasmid 
(CrmA sequence reported in Ray et al., supra^ or a pRK-5-FADD-DN expression plasmid (Hsu et al., Cell, 
84:299-308(1996)). pRK5 was used as a control. The cells were co-transfected with pRK5-CD4 (Smith etal., 
~~ | :1 704-1707(1988))asamarkerforuptakeofplasmidDNA. Transfected cells were identifiedby 
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staining with pHycoerythrin-conjugated anti-CD4 antibody (Jackson Immunoresearch) and apoptosis was 

analyzed by FACS essentially as described in Example 4 above. 

The results are shown in Figure 9. CrmA blocked Apo-2 ligand- induced apoptosis, as well 
as apoptosis indu ced by anti-Apo- 1 antibody. In contrast, FADD-DN had little effect on Apo-2 ligand- induced 
5 apoptosis but blocked substantially the apoptosis induction by anti-Apo-1 antibody. Accordingly, the assay 
results suggest that Apo-2 ligand, TNFR1 and Fas/Apo-1 may engage a common distal signalling pathway to 
activate apoptotic cell death. In particular, the results suggest that proteases such as ICE and CPP32/Yama may 
be required for -Apo-2 ligand induced apoptosis. In contrast, FADD is required for cell death induction by 
TNFR1 and Fas/A po-1, but not by Apo-2 ligand. 
1Q EXAMPLE 14 

^ Preparation of anti-Apo-2 Ligand Antibodies 

Balb/c mice (obtained from Charles River Laboratories) were immunized by injecting 1 /zg 
Apo-2 ligand (prepared as described in Example 3 and diluted in MPL-TDM adjuvant purchased from Ribi 
Immunochemical Research Inc., Hamilton, MT) ten times into each hind foot pad at 1 week intervals. Three 
15 days after the final boost injection, popliteal lymph nodes were removed from the mice and a single cell 
suspension was prepared in DMEM media (obtained from Biowhitakker Corp.) supplemented with 1% 
penicillin-streptomycin. The lymph node cells were then fused with murine myeloma cells P3X63AgU.l 
(ATCC CRL 1 597) using 35% polyethyleneglycol [Laskovet al- Cell. Immunol. > £5:251 (1980)] and cultured 
in 96-well culture plates. Hybridomas resulting from the fusion were selected in HAT medium. Ten d?.ys after 
20 the fusion, hybridoma culture supernatants were screened in an EL1SA [Kim et al., J n Immunol. Meth.- ,1.56:9-17 
(1992)] to test for the presence of monoclonal antibodies binding to the Apo-2 ligand protein. 

In the ELISA,96-well microtiterplates (Nunc) were coated by adding 50 1*\ of 0.5 /^g/ml Apo- 
2 ligand (see Example 3) in PBS to each well and incubating at 4°C overnight. The plates were then washed 
three times with wash buffer (PBS plus 0.05% Tween 20). The wells in the microliter plates were then blocked 
25 with 200 a*1 of 2% bovine serum albumin (BSA) and incubatedat room temperature for 1 hour. The plates were 
then washed again three times with wash buffer. 

After the washing step, 50 //I of 2 /ig/ml of the Apo-2 ligand antibodies or 100 $A of the 
hybridoma culture supernatant was added to designated wells. 100 p\ of P3X63AgU.l myeloma cell 
conditioned medium was added to other designated wells as controls. The plates were incubated at room 
30 temperature for 1 hour on a shaker apparatus and then washed three times with wash buffer. 

Next, 50 /il HRP-conjugated goat anti-mouse lgG (purchased from Cappel Laboratories), 
diluted 1:1000 in assay buffer (0.5% bovine serum albumin, 0.05% Tween-20, 0.01%Thimersol in PBS), was 
added to each vvell and the plates incubated for 1 hour at room temperature on a shaker apparatus. The plates 
were washed three times with wash buffer, followed by addition of 50 iA of substrate (TMB, 3,3\5,3- 
35 tetramethylben^idin; obtained from Kirkegaard & Perry, Gaithersburg, MD) to each well.and incubation at room 
temperature for 10 minutes. The reaction was stopped by adding 50 /il.of stop solution (Kirkegaard & Perry) 
to each well, and absorbance at 450 nm was read in an automated microliter plate reader. 
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9D cell killing. Activity was initially determined by examining'/, viability of treated 9D cells using trypan blue 

dye exclusion. _ 

Blocking activity was also confirmed by FACS analysis. The 9D cells(5 x 10 cells/0.5ml) 

were suspended in complete RPM1 media (RPM1 plus 10%FCS,glutamine,nonessentiaI amino acids, penicillin, 

^ e tomycin> s odium pyruvate) and placed into 24-well macrotiter plates. 0.5 ml of Apo-2 ligand (1 Mg/ml) 

StrCP ared as described in Example 3) was suspended into complete RPM1 media, preincubated with 10 M g of 

ur.f.ed monoclonal antibodies or 100 ^ of culture supernatant, and then added into the 24 macrotiter wells 

PU ", inin fi 9D cells. The macrotiter plates were incubated overnight at 37°C and in the presence of 7% C0 2 . 
containing w * . 

The incubated cells were then harvested and washed once with PBS. The viability of the cells was determ.ned 

b Staining of FITC-annexin V binding to phosphatidylserine according to manufacturer recommendations 

(Clontech). The cells were washed in PBS and resuspended in 200 M l binding buffer. Ten pi of annexin-V- 

F1TC (1 P&/mO and 10 M l of propidium iodide were added to the cells. After incubation for 15 minutes in the 

dark the 9D cells were analyzed by FACS. 

Eight potential blocking and 4 potential non-blocking antibody secreting hybridomas were 

identified and were further cloned (twice) by limiting dilution techniques. 

FACS analysis of four antibodies, referred to as monoclonal antibodies 1D1, 2G6, 2E1 1, and 
5C2 is illustrated in Figure 10 (As indicated below, the 1D1, 2G6, 2E1 1 and 5C2 antibodies are produced by 
n brid0 mas 1D1.12.4,2G6.3.4,2E11.5.5, and 5C2.4.9,respectively,all of which have been deposited with the 
ATCC) The 9D cells treated with the Apo-2 ligand (top left figure) showed 50% apoptotic cells above the 
2 untreated control cells (top right figure). The 9D cells treated with Apo-2 ligand plus the 2E 1 1 , 5C2, 2G6, or 
! D 1 antibodies showed 0%, 6%, 26«/„ and 48% apoptotic cells above the untreated control, respectively. These 
results show that the 5C2, 2E1 1 and 2G6 antibodies are blocking antibodies while the 1D1 antibody is a non- 
blocking antibody. The most potent blocking activity was observed with the 5C2 antibody. 

The antigen specificities of the four antibodies was also tested in an EL1SA. Microtiter wells 
e -e coated with 2 „g/ml lymphotoxin (Genentech,lnc, see also, EP 1 64,965, Gray et a)., Mature, 312:721-724 
0984)) TNF-al P ha(Genentech, Inc., see also, Pennica et al., Nature, 212:724-729 (1984); Aggarwal et ah, L 
^^ejjk, 26Q-.2345-2354 (1985)), or Apo-2 ligand (see Example 3). Monoclonal antibodies ID1. 2G6, 

2E1 1 and 5C;2 were tested at a concentration of 10 pg/ml. 

The results of the assay are shown in Figure 1 1 . The data in Figure 1 1 shows that monoclonal 
30 antibodies 2G6, 2E1 1 and 5C2 are specific for Apo-2 ligand, while monoclonal antibody 1D1 showed weak 
cross-reactive binding to lymphotoxin and to TNF-alpha. 

B. Isorvpine 

The isotypes of the ID 1 , 2G6, 2E1 1, and 5C2 antibodies (described in Section A above) were 
detenninedbycoatingmicro^ 

overnight at 4"C. The plates were then washed with wash buffer as described above. The wells in the microtiter 
plates were then blocked with 200 pi of 2% bovine serum albumin and incubated at room temperature for 1 
hour The plates were washed again three times with wash buffer. 
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"Next, 1 00 1*\ of 5 A/g/ml of the purified Apo-2 Hgand antibodies or 1 00 y\ of the hybridoma 

culture supernatant was added to designated wells. The plates were incubated at room temperature for 30 
minutes and then 50 pi HRP-conjugatedgoat anti-mouse IgG (as described above) was added to each well. The 
plates were incubated for 30 minutes at room temperature. The level of HRP bound to the plate was detected 
using HRP substrate as described above. 

The isotyping analysis showed that the 1D1 and2G6 antibodies are IgG2b antibodies, and the 
2E1 1 and 5C2 antibodies are IgG2a antibodies. 

C. Epitope mapping 

Epitope mapping was performed using a competitive binding ELI SA as described in Kim et 
al., supra , using biotinylated monoclonal antibodies. The selected monoclonal antibodies were biotinylated 
using N-hydroxyJ succ i n iniide as described in Antibodies. A laboratory Manual, Eds. E. Harlow and D. Lane, 
p. 342. Microtiter plate wells were coated with 50 pi of Apo-2 ligand (see Example 3, 0.1 /ig/ml) and kept 
overnightat 4°C, and then blocked with 2% BSA for 1 hour at room temperature. After washing the microtiter 
wells, a mixture of a predetermined optimal concentration of biotinylated antibodies and a thousand-fold excess 
of unlabeled ant i t>ody was added into each well. Followinga 1 hour incubationat room temperature, the plates 
were washed and the amount of biotinylated antibody was detected by the addition of HRP-streptavidin. After 
washing the microtiter wells, the bound enzyme was detected by the addition of the substrate (TMB), and the 

plates were read at 490 nm with an ELISA plate reader. 

The results are shown in Figure 12. the results show that the binding of vhe HRP-conjugated 

antibodies was effectively inhibited by the excess amount of its own antibody but not by the other antibodies 

assayed. 

The regions of the Apo-2 ligand recognized by the monoclonal antibodies were determined 
using synthetic peptides [aa 128-143 (peptide "APO 14"); aa 144-159 (peptide M APO 15"); aa 192-204 (peptide 
"AfO 17 n ); aa 230-238 (peptide "APO 1 8 M ); aa 261-272 (peptide "APO 19") of the Apo-2 ligand sequence as 
shown in Fig. 1 A] in an ELISA as described in Chuntharapai et al., J. Immunol.. 152:1783-1789 (1994). The 
results are shown in Figure 13. The 1D1 antibodies showed binding to the APO 1 7 peptide comprising amino 
acid residues 192-204 of Apo-2 ligand. 

E^AMPIE IS 
Expression of Apo-2 Li sand in CHO cells 

The full length Apo-2 ligand cDNA insert from the pGEM-T Apo-2 ligand plasmid (described 
in Examples 1 and 2 above) was inserted into a pRK5 plasmid. This plasmid was then co-transfected into DP- 12 
CHO cells using the Lipofectamine Plus (Gibco/BRL) method along with a pFDll plasmid (SV40 early 
promoter) carrying a DHFR selection gene. Stable clones expressing Apo-2 ligand were selected by ability to 
orow in PS21 (<3 1 074)/280 GHT-depleted selective growth medium with 2.5% dialyzed FBS. 

The selected CHO cells expressing Apo-2 ligand were incubated for 2-4 days at 37°C. The 
cell culture medium was then harvested and filtered. The presence of Apo-2 ligand in the cell culture 
supernatant was tested by Western blot analysis. To prepare the protein for Western analysis, the culture 
supernatant was incubated with the 5C2 anti-Apo-2L disclosed herein coupled to controlled-pore .glass beads. 
Following incubation, the beads were washed and the bound protein was eluted with SDS-PAGE sample buffer 
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c ^n?aWng25 5 mM DTT. The eluate was then run on a 4-20% polyacrylamide gradient SOS gel and electro- 
blonedontoa nitrocellulosefilter. The filter was incubated with a polyclonal rabbit anti-human Apo-2 ligand 
polyclonal antibody followed by anti-rabbit IgG conjugated to horseradish-peroxidase, and developed by 
chemiluminescenceaccordingtomanufacturer-sinstructionsG^EB). The sample from the CHO cells expressing 
5 Apo-^ ligand yielded a single band on the gel at 22,000 daltons (data not shown). 

To determine the sequence of the Apo-2 ligand expressed by the transfected CHO cells, 25 
ml of the cell culture supernatant was purified using anti-Apo-2L antibody (5C2 antibody disclosed herein). 
To prepare the purification column, 2.0 mg of 5C2 antibody was coupled to 0.5 ml of controlled-pore glass 
beads(CPG Inc., Fairfield.NJ) according to manufacturer'sinstructions. Following the coupling, the resin was 
10 washedwith 15m! of 50 mM Tris pH 7.5, followed by 15 ml of 0.1 M Acetic acid/0. 15 M sodium citrate/0.05 

M NaCI. 

Prior to loading, the 0.5 ml column was equilibrated with 15 ml of 50 mMTrispH 7.5. About 
25 ml of the harvested CHO cell culture medium, pH 7.2, conductivity 10.2 mmho, was loaded onto the 
antibody column in a gravity feed load mode. The load effluent was recycled through the column so that the 
total load time was one hour. Following loading, the non-specific proteins were washed ofTwith 2 ml of 0.5 
MTMAC/0.25 M NaCI. The column was eluted with 1.5 ml of 0.1 M Acetic acid/0.15 MNaCl pH 3.0. The 

1 5 ml eluate was collected into a tube and immediately neutralized to pH 7.0.with 50 »\ of 3 M Tris pH 9.0. 

An aliquot of the eluted material was analyzed on a SDS gel, alongsidea purified control Apo- 

2 ligand polypeptide consisting of amino acid residues 96-281 of Figure 1A which had been previously 
20 expressed in E. coli and purified. The gel confirmed that the CHO cell-expressed soluble Apo-2 ligand 

polypeptide was purified on the 5C2 antibody afTmity column. Another aliquot of the eluted material was 
concentrated, run on SDS-PAGE, electro-blotted onto a PVDF membrane, and then sequenced by Edman 
degradation. The protein sequence analysis revealed that the CHO cells expressed a soluble form of Apo-2 
liglnd having an N-terminal amino acid at position 92 in the sequence of Figure 1 A. Thus, the soluble Apo-2 
25 ligand polypeptide included amino acids 92-281 ofFigure 1A. It is presently believed that this soluble 92-281 
amino acid form of Apo-2 ligand comprises the naturally cleaved form of Apo-2 ligand. 

Apoptotic activity of the Apo-2 ligand expressed by the CHO cells was tested in culturedHeLa 
cells (ATCC CCL 22). HeLa cells were plated 6 well culture plates in Ham's F12 media with 10% FBS and 
incubated overnight at 37°C. The media was aspirated and 2 ml of CHO cell culture supernatant containing the 
30 expressed Apo-2 ligand ( 1 : 1 0, 1 :20, 1 :40 dilution) was added to each sample well. The plates were incubated 
overnight at 37°C A control well containing 2 ml of unconditioned medium (untransfected CHO cell culture 
supernatant) was run in parallel under the same conditions. 

The treated HeLa cells were then analyzed under a light microscope for apoptotic morphology 
(see Figures 14A-14D). The numbers of apoptotic cells in each fieid is shown in Figure 14E. The HeLa cells 
35 treated with the CHO cell culture supernatant containing the expressed Apo-2 ligand exhibited a two-fold or 
increase in apoptotic morphology over cells treated with unconditioned medium. 
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EXAMPLE 16 

/Vpoptotic Activity of E. coli- ex pressed Apo-2 Lisand 

The anti-tumor effects of Apo-2 ligand were examined in tumor bearing nude mice. In 
contrast to the Examples above, the soluble Apo-2 ligand polypeptide was expressed in K coli and then infused 
into the animals through an implanted mini-pump device. 

The Apo-2 ligand was prepared by inserting cDNA encoding amino acids 91-281 (see Fig. 
1 A) intoa pS1346 plasmid [pS 1346 comprises a hgh207-l plasmid having an inserted transcription terminator, 
see, DeBoer et ah, Proc. Natl. Acad. Set.. 80:21-25 (1983); Scholtissek etal.,NucL Acids Research, 15:3185 
(1987)]. This plasmid was then transformed into E. coli strain 52A7. Strain 52 A 7 is an£. coli K12 W3110 
strain with the following genotype: fhuA(tonA) Ion galE rpoHts(htpRts) dpP laclq. A 25 ml culture of the E 
coli was grown in LB medium to an optical density of about 1.0 OD550 and harvested by centrifugation (5000 
rpm for 15 minutes). The cell pellet was washed once in 0.15 M NaCl before resuspension in 2.5 ml of buffer 
(LB broth, pH 6.1 with HC1, containing 100 g/L PEG 8000, 10 mM MgS0 4 , 10 rhM MgCl 2 and 5% DMSO). 
The cell suspension was left on ice for 30 to 45 minutes, aliquoned and stored at -80° C. This cell suspension 
served as the source of competent cells for the transformation process. Transformation of the competent xells 
with the plasmid preparation, selection and isolation of transformants was carried out as per the standard 
protocols described in Maniatis et ah. Molecular CloningrA Laboratory Manual . Second Edition, vol. 1: 1.74- 

1.84. 

The fermentor inoculum was prepared by inoculating 1 ml of the transformants into 500 ml 
of LB medium containing 5 /ig/ml tetracycline. This culture was incubated for 10 hours in a shaken 2 liter 
baffled flask at 30 or 37° C. The resultant culture was then used to inoculate a 10 liter fermentor containing 8 
liters of medium (6.25 g/L ammonium sulfate, 7.5 g/L potassium phosphate dibasic, 3.75 g/L sodium phosphate 
monobasic dihydrate, and 1 .25 g/L sodium citrate) with 25 g/L NZ Amine AS, 6.25 g/L yeast extract, 0. 125 g/L 
tryptophan, 6.25 rng/L tetracycline, 0.94 g/L glucose, 0.625 g/L L-isoleucine, and 94 mg/L L-61 antifoam. 

The fermentation was conducted at 30° C with vigorous agitation and aeration and with pH 
control at 7.0 usingNH 4 OH additions. After the initial glucose was exhausted, a sterile 50% glucose solution 
was fed to maintain the culture. At approximately 30 OD, the temperature was shifted to 25° C to minimize 
foaming. When the culture OD reached about 50 (A550), 25 ml of 1AA (3-Beta-lndole Acrylic Acid) at 25 
mg/ml was added for induction of the Apo-2 ligand expression regulated by the tip promoter. Cells were 
harvested by centrifugation 6 to 10 hours after I AA addition. 

The expressedpolypeptidewas purified as follows. Cell paste containingthe expressed Apo-2 
ligand from the E. coli was extracted with 0. 1 M Tris, 0.2 M NaCl, 50 mM EDTA, pH 8 buffer. The extract was 
then precipitated using 40% ammonium sulfate. All chromatography steps were per formed at room temperature 
unless otherwise indicated. The ammonium sulfate precipitate was dissolved in 50 mM HEPPS, 0.05% Triton 
5 x-100, pH 8 buffer and then applied to a column of Macro-prep Hydroxyapatite equilibrated in 50 mM HEPPS, 
0.05% Triton x- 1 00, pH 8 at a flow rate of 80 cm/hour. The column was washed with equilibration buffer until 
the absorbance at A280 returned to near baseline. The Apo-2 ligand was eluted from the column by 8 column 
volumes with a linear gradient of 0 to 0.2 M sodium phosphate equilibration buffer. Fractions containing the 
Apo-2 ligand were pooled and pH was adjusted to 6.5. The pH-adjusted pool was loaded onto a column of Ni- 
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SESSS* equilibrated in 0.35M NaCl/PBS buffer, pH 6.5, a. a flow rate of SO cm/hour. The column was 
had with equilibration buffer to an absorbance near baseline. The Apo-21igand was e.u.ed from the column 
Tz column volumes with a linear gradient ofO to 50 mM Imidazole/equilibrationbuffer. Fractions contaming 
. y o21ioan dwerepooled a ndconcentratedusingMilliporeLabTFFsystem,Biomax8membrane S . The 

'concentrated pool was formulated by a G-25 column in 20 mM Tris, 8%Trehalose, 0.01% Tween 20 buffer. 
The formulated Apo-2 ligand pool was then filtered through a 022 micron filter. 

Analysis of the purified material revealed that it contained (in an approximately 50:50 ratio) 
A 2 ligand polypeptide having amino acids 91-281 (shown in Figure 1A) and Apo-2 ligand polypeptide 
having amino acids 92-281 (shown in Figure 1 A) (this ratio is presently believed due to potential N-terminal 
Ising- air» ino acid residue 9 1 shown in Figure 1A is a Methionine residue). 
10 ' in the experiment, the nude mice were injected subcutaneous* with HCT1 16 human colon 

• oma cells (ATCC CCL 247) (1 x 1 0 6 cells) on each side of the animal. The tumors were then allowed to 
"^Treacn approximately 1 cm diameter (approximately 10 days). On Day 0, the tumor volume was 

asured with calipers. Volume was calculated as n/6 x ab 2 , where a= length and b= width. Then, osmofc 
oumps (availablefrom AlzaCorp., Model 1003) were implanted intraperitoneally into each animal. The 
15 mm pumps were loaded with either (1) control vehicle (20 mM Tris P H 7.5, IH Trehalose. 0.01% Tween-20) 
Apo 2 , igand. Five animals in each group received either the control vehicle or Apo-2 ligand. The m.n,- 
pumps were calibratedto delivereach day 10 mg/kg Apo-2 ligand (10 mg/ml x 2 „l/hour) or 2 ^1/hour control 

Veh,ClC ' On Day 3 the tumor volume was again measured, and the animals were sacrificed. 

20 F mination of the animals did not reveal any gross evidence of toxicity. In Figure 15, the results show the 
^ ent change in tumor volume. There was no change in tumor volume in the vehicle group, but a marked 
eduction in tumor size occurred in mice infused with the Apo-2L. The treatment with the A P o-2L shrunk the 
tumors by about 50% over 3 days. 

F^AMPl.E 17 

25 

Preparation of Apo-2 Lisa "** SubjtiMigMl Variants 

Alanine scanning mutagenesis was used to discover and describe the epitope(s) important for 
eotorbinding and apoptosis-inducing activity. Alanine scanning mutagenesis can be employed to identify 
L ding epitopes, as described in Kelley et al., Biochemistry. 34:10383-10392 (1995) and Cunningham and 
Wells Scis^ 244:1081-1085(1989). In general.a mutation coding forthe amino acid alanine was introduced 

• lac e of other residues by methods described herein. Alanine was the chosen substitution because „ has a 
Tncated side chain (one methyl group). In addition, alanine is found both on the surface and buned ,n the 
interior of proteins and is therefore believed to be least likely to perturb the structural integrity of the expressed 

Pr0tC,n ' Plasmidsencoding the alanine-substituted proteins were constructed using oligonucleotide- 

dir ected m utagenesis(Kunkel,T.A. et ah, Methods in Fpzvmo.o,y, 154:367-382 (1 9 87))on the single-stranded 
f rm of the plasmid pAPOK5. (See Figure 16). This p.asmid was designed for the intracellular E. coh 
0 ressionof the 91-281 form of Apo-2L driven by the tryptophan (trp) promoter. pAPOKS was constructed 
ay using PC* to clone the Apo-2L cDNA (encoding residues 9.-281) into p.asmid P S1 162 which carries the 
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trp promoter. All alanine substitutions were confirmedby dideoxynucleotidesequencing<Sanger,F. et al., Qac. 

Arad.ScL 74:5463-5467 ( 1 977)). 

Plasmids encoding for the alanine-substitutedApo-2L proteins were then transformed into E. 

coli strain 294 for expression. Cultures were grown overnight to saturation at 37°C in Luria Broth plus 

carbenicillin at 50pg/mL. The cells were subsequentlyseeded into sterile-filteredmedia comprised of Na 2 HP0 4 

(6 g/L), KH 2 P0 4 (3 g/L).NaCI (0.5 g/L),NH 4 CI (1 g/L), glucose (4.9 g/L), Casamino acids (4.9 g/L), 27 mM 

MgS0 4 , 0.003% Thiamine HCJ and q.s. with distilled water plus carbenicillin at 50pg/mL at a 20-fold dilution 

and grown for 1 hour at 37°C. 

Expression was then induced with 3-B-indoleacrylic acid (lAAXSigma, St. Louis, MO.) at 

25ug/mL and the cells were grown overnight at 30°C with shaking. Cells were harvested by centrifugation 
and stored frozen at -20°C for subsequent recovery of Apo-2L, as described below. 

The Apo-2L proteins were extracted from the frozen E. coli cell pellets by homogenization 
in 10 volumes (wt/vol) of lOOmM Tris, P H8.0/200mM NaCl/5mM EDTA/ImM DTT using a model Ml 10-F 
Microfluidizer (Microfluidics Corporation, Newton, MA). Polyethyeneimine (PE1) was added to a final 
concentration of 0.5% (vol/vol) to the homogenate which was then centrifuged to remove cell debris. Solid 
ammonium sulfate was added to the extraction supernatantto a final concentration of 45% saturationat ambient 
temperature with stirring, and the pellet was recovered by centrifugation. The ammonium sulfate pellet was 
washed with 50% ammonium sulfate solution to remove residual EDTA, then resuspended in 50 volumes 
(wt/vol) of 50mM EPPS. pH7.5/0.1%Triton X-100 The resulting solution was clarified by centrifugation and 
purified by immobilized metal affinity chromatography (IMAC) using a 5 mL HiTrap Chelating Sepharose 
column (Pharmacia, Piscataway, NJ). The column was charged with nickel in lOOmM NiSO 4 /300mM Tris, 
pH7.5 and equilibratedwith 350mM NaCI in phosphate-bufferedsaline (PBS). After loading, the column was 
washed with 350mM NaCI in PBS and eluted with 50mM Imidazole/350mM NaCI in PBS. The IMAC eluent 
was dialyzed against 20mM Tris, pH7.5, clarified by centrifugation, and further purified by cation exchange 
chromatographyusing a 5mL HiTrap SP Sepharose column (Pharmacia), which was equilibrated and washed 
with 20mM Tris, pH7.5. The HiTrap SP column was eluted with 20mM Tris, pH7.5 /0.5M NaCI. The SP 
column eluent was reduced with 2mM DTT and subsequently precipitated by adding solid ammonium sulfate 
with stiiring to a final concentration of 45% saturation at ambient temperature. The ammonium sulfate pellet 
was resuspended in 3.5 mL of 20mM Tris, pH7.5 /lOOmM NaCI and exchanged into the final buffer of 20mM 
Tris, P H7.5/100mM NaCI by gel filtration chromatography using a PD10 column (Pharmacia). The purified 
Apo-2L alanine-substituted proteins were characterized by Coomassie-stained SDS-PAGE and N-terminal 

sequencing, and stored frozen at -20°C. 

EXAMPLE 18 
Apnptosis Assay Using Ano-2L Substi tutional Variants 

An in vitro assay was conducted to determine the apoptotic activity, of some of the Apo-2 

ligand substitutional variants prepared as described in Example 17 above. 

SK-MES- 1 human lungcarcinomacells(ATCC HTB 58) were cultured in DMEM:Ham'sF-12 
(50:50) media supplemented with 10% FBS, 2mM L-glutamine, 100 U/ml penicillin, and 100 microgram 
streptomycin. SK-MES- 1 cells were seeded in 96-well Falcon tissue culture treated microplates in a volume 
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W ° "f W 4 Ox ,0< cells/we., -I » anxch ovemign. at 37" C. Apop.osis wax indue*. 
„f 0, n,, »»^ 0 '" X 2 ^ ittilfooa , varianB „ Apo . 2L (coding .fan,*, acids 9.-2S, 
by adding *e vano.s ~ Fo(lowing „„„ lhe , es , prott ,„, lh e reedi, wax — 

and ibe wells were s»nredf« >~ _ „ SLT 340 ATC pl.re reader 

was determined by measuring optical density 01 me y " 

^. *i,.Annll 2 molecule (V207A was a substitional variant identified 

comprising am,»c ,ac, ^8, F . ^ ^ ^ of 

the sequence of Figure 1A). Variants U , 1nAno2L o V207A was approximately 9-fold 

approximate.y3-fo»d and 7-fold, respectively, when compared to Apo-2L„. V207A 

less active than Apo-2L.2 in the bioassay. 

F io Ur e 18 shows the bioassay data of D203A compared to A P o2L.2. The van 
sh0W ed increased apoptosis-inducing activity of approximately 2-fold when compared to Apo2L.2. 

p-x AMPLE 19 

.... i • r ft nr. " 1 i~m H gnhgtitiitional Variants 
Bj^dmo ^alys.sofApo-^.-^ , and D269A referenced in Example 

The Apo-2L alanine-substitutedproteins (D203A, D2 1 8A ana u. 

recentors described in the literature - DR4 IPan 
i a fx, thfir hindine to various Apo-2L receptors aesci 
1 8 above) were analyzed for their binding r 997)1; decoy receptor, DcR2, 

ui.l9971VDR5lSh.».idanetal.,Sc^^ y 
etai.,scje__,^_ [Simonet et al., CfilL 22-^09-3 19 IW/JJ. 

using the BlAcore (Pharmacia). For comparison, A P o-2L consisting ^ 
r u- ^ ,o the loG-receptor fusion molecules. Each of the Apo-^L reccp v 

across the sensor chip ^ ^ manufacture , s instruc t,ons). 

determine the K D value using the BIA«««^I n of ^ 

^ results are shown in Figure 9 The ub, , . 

30 variants D203A, D21 8A, and D269A compared «, that ^ of tne alanine . 

using theBlAcore(Pharmacia, The data showed no £^ ^ ^ ,„ 

^vaHants^elgC-recep.or ^^^^^ exhibited tighte r binding when 
the case of binding to OPGR-JgG, variants D203A, D218A, 
compared to Apo2L.2 (2<K D wt<K D mut<4). 

35 peposit of Material American Type Culture Collection. 

The following cell lines have been deposited with the American! ype 

10801 University Boulevard, Manassas, VA, USA (ATCC): 
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Oil line 

2935-pRK5-hApo-2L-myc clone 2.1 

1D1.12.4 
2G6J.4 
2EI 1.5.5 
5C2.4.9 



ATCC Deo. 
CRL-12014 
HB- 12257 
HB- 12259 
HB- 12256 
HB- 12258 



No.Deposii Dale 
Jan.3,1996 
Jan. 8, 1997 
Jan. 8, 1997 
Jan. 8, 1997 
Jan. 8, 1997 



This deposit was made under the provisions of the Budapest Treaty on the International 
Recognition of the Deposit of Microorganisms for the Purpose of Patent Procedure and the Regulations 
0 .hereunder (Budapest Treaty). Thisassuresmaintenanceof a viable culture of the deposit for 30 years from the 
date of deposit. The deposit will be made available by ATCC under the terms of the Budapest Treaty, and 
subject to an agreement between Genentech, Inc. and ATCC, which assures permanent and unrestricted 
availability of the progeny of the culture of the deposit to the public upon issuance of the pertinent U.S. patent 
or upon laying open to the public of any U.S. or foreign patent application, whichever comes first, and assures 
5 availability of the progeny to one determined by the U.S. Commissioner of Patents and Trademarks to be 
entitled thereto according to 35 USC §122 and the Commissioner's rules pursuant thereto including 37 CFR 

§1.14 with particular reference to 886 OG 638). 

The assignee of the present application has agreed that if a culture of the cell line on deposit 
should die or be lost or destroyed when cultivated under suitable conditions, the cell line will be promptly 
10 replaced on notification with another of the same plasmid. Availability of the deposited cell line is not to be 
construed as a license to practice the invention in contravention of the rights granted under the authority of any 

government in accordance with its patent laws. 

The foregoing wrinen specification is considered to be sufficient to enable one skilled in the 
art to practice the invention. The present invention is not to be limited in scope by the construct deposited, since 
25 the deposited embodiment is intended as a single illustration of certain aspects of the invention and any 
constructs that are functionallyequivalentare within the scope of this invention. The deposit of material herein 
does not constitute an admission that the wrinen description herein contained is inadequateto enable the practice 
of any aspect of the invention, including the best mode thereof, nor is it to be construed as limiting the scope 
of the claims to the specific illustrations that it represents. Indeed, various modifications of the invention in 
30 addition to those shown and described herein will become apparent to those skilled in the art from the foregoing 
description and fall within the scope of the appended claims. 
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WHAT IS CLAIMED IS: 

An isolatedsolubleApo-21igandpolypep«ideco m prisingaminoacidresidues91-281 ofF.gure 1A 

(SEQ ID NO: 1). 

2 . The Apo-2 ligand polypeptide of claim 1 comprising amino acid residues 92-281 ofFigure 1A (SEQ 
lDNO:l). 

3 An isolated soluble Apo-2 ligand polypeptide consisting of amino acid residues 91-281 ofFigure 1 A 

(SEQ ID NO: 1). 

4 . An isolated soluble Apo-2 ligand polypeptide consisting essentially of amino acid residues 91-281 of 
Figure 1A (SEQIDNO:l). 

5 . An isolated soluble Apo-2 ligand polypeptide consisting essentially of amino acid residues 92-28 1 of 
Figure 1 A (SEQ ID NO: I). 

6 . An isolated Apo-2 ligand polypeptide having a, least about 80% amino acid sequence identity with the 
Apo-2 ligand polypeptide of claim 1. 

7 . The Apo-2 ligand polypeptide of claim 6 wherein said polypeptide has at least about 90% amino acid 
sequence identity. 

8 . The A P o-2 ligand polypeptide of claim 7 wherein said polypeptide has at least about 95% amino acid 
sequence identity. 

9 The Apo-2 ligand polypeptide of claim 6 wherein said polypeptide is a substitutional variant having 
an alanine residue substituted for the aspartic acid residue at position 203 in the sequence ofFigure 1 A (SEQ 
lDNO:l). 

10 The Apo-2 ligand polypeptide of claim 6 wherein said polypeptide is a substitutional variant having 
an alanine residue substituted for the aspartic acid residue a, P osi«ion218 in the sequence ofFigure 1 A (SEQ 
lDNO:l). 

, , The Apo-2 ligand polypeptide of claim 6 wherein said polypeptide is a substitutional variant having 
an alanine residue substituted for the aspartic acid residue at position 269 in the sequence ofFigure 1 A (SEQ 
lDNO:l). 
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12. The Apo-2 ligand polypeptide of claim 6 wherein said polypeptide is a substitutional variant having 

alanine residues substituted for the asparticacid residuesat positions203,269 and21 8 in the sequence of Figure 
lA(SEQ!DNO:l). 

13. The Apo-2 ligand polypeptide of claim 1 wherein said polypeptide is linked to a nonproteinaceous 
polymer. 

14. The Apo-2 ligand polypeptide of claim 13 wherein said nonproteinaceous polymer is polyethylene 
glycol. 

1*5. A chimeric polypeptide comprising the Apo-2 ligand polypeptide of claim 1 fused to a heterologous 
polypeptide sequence. 

16. The chimeric polypeptide of claim 15 wherein said heterologous polypeptide sequence is a tag 
polypeptide sequence. 

17. An isolated nucleic acid comprising DNA encoding the Apo-2 ligand polypeptide of claim 1. 

1 8. A vector comprising the nucleic acid of claim 17. 

1 9. A host cell comprising the vector of claim 1 8. 

20. The host cell of claim 1 9 wherein said host cell comprises a CHO cell. 

21 . The host cell of claim 19 wherein said host cell comprises E coIL 

22. The host cell of claim 1 9 wherein said host cell comprises a yeast cell. 

23. A method of producing Apo-2 ligand polypeptide comprising culturing the host cell of claim 19 and 
recovering the Apo-2 ligand polypeptide from the host cell culture. 

24. A soluble Apo-2 ligand polypeptide produced by expressing in CHO cells a gene encodinga full length 
human Apo-2 ligand. 

25. The Apo-2 ligand polypeptide of claim 24 wherein said polypeptide consists of an extracellulardomain 
of native sequence Apo-2 ligand. 

26. The Apo-2 ligand of claim 24 wherein said polypeptide comprises amino acid residues 92-28 J of 
Figure 1A. 
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<110> Genentech, Inc. 

Ashkenazi, Avi J. 
Kelley, Robert F. 
5 O'Connell, Mark T 

pitti, Robert M. 
Schwall, Ralph H. 

<120> Apo-2 Ligand 

<130> P0978P4PCT 

10 <141> 1999-01-15 

<150> US 09/007,886 
<151> 1998-01-15 

<150> US 09/060,533 
<151> 1998-04-15 

15 <160> 8 

<210> 1 

<211> 281 

<212> PRT 

<213> Homo sapiens 



Sequence Listing 



20 



<400> 1 
Met 
1 



> 1 ~n rm Glv Gly Pro Ser Leu Gly Gin Thr 

Ala Met Met Glu Val Gin Giy « 15 

5 1U 

He Val He Phe Thr Val Leu Leu Gin Ser Leu Cys 

25 



Cys Val Leu 



25 Val 



jO* val Thr Tyr val Tyr Phe Thr Asn Glu Leu Lys Gin Met 

Lys Tyr Ser Lys Ser Gly He Ala Cys Phe Leu Lys Glu 
50 55 



Gin Asp 



Asp Asp Ser Tyr Trp Asp 



Pro Asn Asp Glu Glu Ser Met Asn 



30 



70 



75 



- T Tim ai n T.eu Arq Gin Leu Val Arg Lys 
Pro Cys Trp Gin Val Lys Trp Gin Leu Arg sq 

80 *° 

« „. „. «. «r ser Glu OX. Thr n« « ~ «1 «» OX« 



35 Lys 



Gin Gin Asn He Ser Pro Leu 

110 



100 

Val Arg Glu Arg Gly Pro Gin 
115 120 



Arg Val Ala Ala His He 

125 



Thr Gly Thr Arg Gly Arg Ser Asn Thr 



130 



40 



Leu Ser Ser Pro Asn 

140 



Ser Lys Asn Glu Lys Ala Leu Gly Arg Lys 



145 
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He Asn Ser Trp Glu Ser Ser Arg Ser Gly His 

160 



Phe Leu Ser 
165 



Asn Leu His Leu Arg Asn Gly Glu Leu Val He His Glu Lys Gly 

170 175 180 

5 Phe Tyr Tyr He Tyr Ser Gin Thr Tyr Phe Arg Phe Gin Glu Glu 

185 190 195 

He Lys Glu Asn Thr Lys Asn Asp Lys Gin Met Val <3ln Tyr He 

200 205 210 



Tyr Lys Tyr Thr Ser Tyr Pro Asp Pro He Leu Leu Met Lys Ser 

220 225 



10 

Ala Arg Asn Ser Cys Trp Ser Lys Asp Ala t3lu Tyr Gly Leu Tyr 

230 235 240 

Ser He Tyr Gin Gly Gly He Phe Glu Leu Lys *Glu Asn Asp Arg 

245 250 255 

15 He Phe Val Ser Val Thr Asn Glu His Leu He Asp Met Asp His 

260 265 270 

Glu Ala Ser Phe Phe Gly Ala Phe Leu Val Gly 

275 280 281 

<210> 2 
20 <211> 1042 
<212> DNA 

<213> Homo sapiens 



<400> 2 



25 



30 



35 



tttcctcact 


gactataaaa 


gaatagagaa 


ggaagggctt 


<ragtga<x:gg 


50 


ctgcctggct 


gacttacagc 


agtcagactc 


tgacaggatc 


atggctatga 


100 


tggaggtcca 


gggggg accc 


agcctgggac 


agacctgcgt 


gctgatcgtg 


ISO 


atcttcacag 


tgctcctgca 


gtctctctgt 


gtggotgtaa 


cttacrgtgta 


2O0 


ctttaccaac 


gagctgaagc 


agatgcagga 


caagtacbcc 


aaaagtggca 


250 


ttgcttgttt 


cttaaaagaa 


gatgacagtt 


attgggaocc 


caatgacgaa 


300 


gagagtatga 


acagcccctg 


ctggcaagtc 


aagtggcaac 


tccgtcagct 


3S0 


cgttagaaag 


atgattttga 


gaacctctga 


ggaaaccatt 


tctacagttc 


400 


aagaaaagca 


acaaaatatt 


tctcccctag 


tgagagaaag 


aggt-cctcag 


450 


agagtagcag 


ctcacataac 


tgggaccaga 


ggaagaagca 


acacattgtc 


SOO 


ttctccaaac 


tccaagaatg 


aaaaggctct 


gggccgcaaa 


ataaactcct 


550 


gggaatcatc 


aaggagtggg 


cattcattcc 


tgagcaactt 


gcacttgagg 


*600 


aatgg-tgaac 


tggtcatcca 


tgaaaaaggg 


ttttactaca 


tctattocca 


-6S0 
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<210> 3 

10 <211> 39° 
<212> 

<213> Homo sapiens 
<400> 3 



15 



20 



400> 3 antataaaca gcccctgctg gcaagtcaag 50 

gggaccccaa tgacgaagag agtatgaaca g 

t99C .a«« 9 cca 9 ~c 9 < t. 9 a.a 9 a t9 a«« g a g aa ~ t « 9 a 99 a ,00 

ac. 9tt caa 9 aaa. 9 ca.c — ™~ ~ 

CT taacaqctc acataactgg gaccagagga 200 
gagaaagagg tcctcagaga gtagcagctc 

, 9 , 89 „aca ca ttg ««c tccaaactcc 

aa«c« 999 ™ """^ 

r aataaa ctgg tcatccatga aaaagggttt 350 
gcaacttgca cttgaggaat ggtgaactgg 

taCt acatct attcccaaac atactttcga tttcaggagg 390 
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<210> 4 
<211> 60 
<212> ONA 

<213> Artificial sequence 
<220> 

<221> Artificial sequence 

<222> 1-60 .. oe< , ed 
<223> Sequence is synthesized 



30 Iga'cgaagag agtatgaaca gcccctgctg gcaagtcaag tggcaactcc SO 



gtcagctcgt 



60 



<210> 5 
<21X> 60 
35 <212> DNA 

<213> Artificial sequence 
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<220> 

<221> Artificial sequence 
<222> 1-60 

<223> Sequence is synthesxzed 



5 ^gtgaactgg tcatccatga aaaagggttt tactacatct 



attcccaaac 50 



atactttcga 



60 



10 



<210> 6 
<211> 13 
<212> PRT 

<213> Artificial sequence 



15 



<220> 

<221> Artificial sequence 

<222> 1-13 

<223> 



<400> 6 

Ser Met Glu Gin Lys Leu lie 
1 5 



Glu Glu Asp Leu Asn 
10 I 3 



<210> 7 

20 <211> 27 

<212> PRT 

<213> Artit 



ficial sequence 



<220> 

<221> Artificial sequence 
25 <222> 1-27 
<223> 



30 



^ys^r Ala Leu Ala Asp Ala Ser Leu Lys Met Ala Asp 
1 5 

Arg Phe Arg Gly Lys Asp Leu Pro Val Leu Asp Gin 

20 25 ^' 



Pro Asn 



<210> 8 
<211> 24 
<212> PRT 
35 <213> 



<220> 
<221> 
<222> 1-24 
<223> 



sequence 



40 'ZToly His His His His His His His His His His Ser 
I s 10 

His He Asp Asp Asp Asp Lys His Met 

20 24 



-Gly 
15 
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